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(54) COMPOUNDS HAVING ENERGY TRANSFER FUNCTION AND METHOD FOR DNA BASE 
SEQUENCING BY USING THE SAME 

(57) Disclosed are compounds having two kinds of 
reporters that can be a donor and an acceptor for 
energy transfer, for example, fluorescent groups, and 
having a 2',3'-dideoxyribonucleotide residue or a 3'- 
deoxyribonucleotide residue. These compounds can be 
used as terminators for th e chain terminator method. 
The two kinds of reporters are arranged with a distance 
sufficient for causing energy transfer from the donor to 
the acceptor. Also disclosed are methods for determin- 
ing DNA sequences based on the chain .terminator 
method wherein the chain termination reaction is per- 
formed by using the above terminators. Also disclosed 
are compounds having two kinds of reporters that can 
be a donor and an acceptor for energy transfer, which 
can be used as a primer or an initiator in methods for 
determining DNA sequences utilizing the chain termina- 
tor method, and methods for determining DNA 
sequences utilizing the compounds. 
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Description 
Technical Field 

5 [0001 ] The present invention relates to compounds having energy transfer function, and DNA sequence determina- 
tion methods utilizing the compounds as a terminator, a primer or an initiator. 

Background Art 

w [0002] There have been known methods for determining nucleotide sequences by preparing chain termination reac- 
tion products using a DNA polymerase or RNA polymerase, and subjecting them to separation and fractionation. Fur- 
ther, it has been tried to develop quicker nucleotide sequence determination methods in such ongoing projects as for 
elucidating gene sequences of higher animals. Some of such methods utilize a DNA fluorescence sequencer where 
sequencing reaction products obtained by using a fluorescence-labeled terminator are separated and fractionated by 

15 electrophoresis, the resulting DNA fragments are excited by a laser, and the emitted fluorescence is detected to deter- 
mine nucleotide sequences. 

[0003] It has been also known that quantum yield of fluorescent dyes can be increased based on the principle of 
energy transfer by using two fluorescent dyes (a donor dye and an acceptor dye). Recently, energy transfer primers 
have been developed which are composed of an oligonucleotide having covalently bonded two fluorescent dyes and 

20 used as a primer for sequencing reactions based on the principle of energy transfer [see, for example, Nature Medicine, 
2,246-249 (1996), W095/21266, Japanese Patent Unexamined Publication (KOKAI) No. Hei 10-88124/1998 etc.]. 
[0004] In order to realize faster DNA sequencing, systems capable of analyzing multiple samples simultaneously have 
been developed. In particular, the capillary fluorescence sequencer has an ideal structure, in which loading of samples 
can be easily automated, and multiple capillaries can be easily used without crossing of lanes. For this fluorescence 

25 sequencer, two kinds of optical systems have been used in order to realize the use of larger number of capillaries. 
[0005] One is the scanning method, and the other is the imaging method. For the both cases, it is essential for the 
use of larger number of capillaries that a highly sensitive detector, which can detect even a small amount of DNA, 
should be available. In the scanning method, in order to finish the sequencing within a certain period of time regardless 
of the number of capillaries, time assigned to each capillary should be shorter if the number of capillaries became 

30 larger. Therefore, a detector of higher sensitivity is required. In the imaging method, the range of the field covered by a 
detector is constant regardless of the number of capillaries. In order to use a larger number of capillaries, it is necessary 
to increase the number of picture elements of optics element, and decrease the diameter of each capillary. Therefore, 
it also requires a detector having higher sensitivity. 

[0006] On the other hand, as discussed above, the technique for utilizing the fluorescence primer based on the prin- 
35 ciple of energy transfer for DNA sequencing has been developed in order to increase DNA detection sensitivity. How- 
ever, because the technique utilizes the fluorescence primer, it requires complex operation procedure of which 
termination reaction should be performed for each of the four kinds of bases, A. G, C and T, and the mixed sequencing 
reaction products should be subjected to electrophoresis. In addition, because the sequencing based on the transcrip- 
tion reaction by a promoter-dependent RNA polymerase does not use a primer, the energy transfer primer cannot be 
40 used in it 

[0007] In order to realize faster DNA sequencing, it is necessary to use a highly sensitive detection system with high 
quantum yield such as energy transfer in a multiple capillary sequencer. On the contrary, however, the systems utilizing 
the energy transfer primers suffers from technical limitations such as complicated pretreatment (DNA polymerase sys- 
tem) and necessity of primer itself (RNA polymerase system). 

45 [0008] Therefore, an object of the present invention is to provide a means which eliminates the drawbacks of the sys- 
tems utilizing the energy transfer primers, i.e., which is adaptable to the transcription reaction systems utilizing RNA 
polymerases, and enables sequencing methods capable of high sensitivity detection utilizing the energy transfer and 
not requiring the complicated procedure consisting of mixing of the four kinds of reaction products for A, G, C and T 
separately obtained in the preliminary processes. 

so [0009] In particular, an object of the present invention is to provide a compound which can utilize the principle of 
energy transfer to afford high sensitivity, and a method for determining nucleotide sequences of DNA which utilizes such 
a compound as mentioned above as a terminator, and can detect labeled DNA fragments with high sensitivity based on 
the chain terminator method. 

[0010] Meanwhile, the energy transfer primer disclosed in W095/21266 is composed of two reporters causing the 
55 energy transfer which are connected with a part of oligonucleotide constituting the primer used as a linker. However, 
such a primer is practically disadvantageous, because a distinct primer must be synthesized for each of oligonucle- 
otides used as primers having different sequences. On the other hand, the energy transfer primer of Japanese Patent 
Unexamined Publication (KOKAI) No. Hei 10-88124/1998 is composed of two reporters connected with an aliphatic or 
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aromatic residue used as a linker. Therefore, it does not suffer from the problem observed in the primer of W095/21 266, 
but it may suffers from another problem that, when a longer linker is desired to realize a longer distance between the 
two reporters, it may be difficult to obtain a desired distance between the two reporters because of the bonding scheme 
of the linker even though the linker has a long chain. 

[0011 J Therefore, another object of the present invention is to provide a compound useful as the energy transfer 
primer which solves the above problem, i.e., which does not use a part of a primer sequence as the linker and enables 
easy control of the distance between the two reporters. 

[00121 A further object of the present invention is to provide a method for determining nucleotide sequences of DNA 
which uses the above compound as the energy transfer primer. 

[00131 In a method for determining nucleotide sequences using a terminator, an RNA polymerase such as T7 RIMA 
polymerase is used for a reaction in a mixture of ribonucleoside 5 '-triphosphates and 3 '-deoxyribonucleotides. In this 
reaction, ribonucleotides and 3 '-deoxyribonucleotides having a base corresponding to the sequence of the template are 
sequentially incorporated into a ribonucleotide sequence to synthesize a polyribonucleotide sequence. The resulting 
polyribonucleotides (nucleic acid transcription products) are then separated, and nucleic acid sequence is read from the 
resulting separated fractions to determine the nucleotide sequence of the DNA. For example, fluorescence-labeled 3- 
dNTP derivatives are used as the terminators of the nucleic acid transcription for the nucleotide sequence determina- 
tion. 

[001 4] However, terminators composed of 3 '-dNTP having various kinds of labels may be difficult to be incorporated 
into a nucleic acid sequence, depending on the kind of the labels and the bonding scheme of the labels. In particular, 
when the chain length becomes longer, such a tendency becomes more serious. To deal with this problem, the nucle- 
otide sequence may also be determined by using unlabeled compounds as the terminators and labeled initiators. Also 
in such a case, sensitivity of the label is important like in the labeled terminators mentioned above. 
[0015] Therefore, a further object of the present invention is to provide a compound having energy transfer function 
which can be used as an initiator (transcription initiator) in a method for determining nucleotide sequences of DNA using 
an RNA polymerase without using a labeled terminator for the nucleotide sequence determination. 
[001 6} A still further object of the present invention is to provide a method for determining DNA sequences utilizing 
the above compound as an energy transfer initiator. 

Summary of the Invention 

[001 7] The present invention relates to a compound represented by the following general formula (1): 

R 2 R 3 

Q— V— CO— R 1 — NH-eCO— CH— N-^pW 1 (1) 
NH-W 2 

wherein Q represents a mono- or oligonucleotide residue, V represents -C-C-(CH 2 ) n1 -NH- or -CH=CH-(CH 2 )n2-NH- 
wherein n1 and n2 represent an integer not less than 1, R 1 represents a trivalent group, R 2 and R 3 independently rep- 
resent hydrogen atom or a hydrocarbon residue, or R* and R 3 may join to form a ring together with the adjacent CH and 
NH. W 1 and W 2 independently represent a fluorescent group, and m represents an integer not less than 1. 
[001 8J In the above compound. R 2 , R 3 and m are preferably selected so that the distance between W 1 and W 2 should 
be within the range of 10-1 00 A. 

[001 9] In the above compound, Q is preferably a 2',3'-dideoxvribonucleotide residue or a 3 '-deoxyribonucleotide res- 
idue. Such a compound can be used as a terminator for the DNA sequence determination method based on the chain 
terminator method. 

[0020] The present invention relates to a method for determining DNA sequences based on the chain terminator 
method, characterized in that the chain termination reaction is performed by using a compound represented by the gen- 
eral formula (1) where Q is a 2 ',3'-dideoxyribonucleotide residue or a 3 '-deoxyribonucleotide residue as a terminator. 
[0021] This method includes a method using DNA polymerase and a compound represented by the general formula 
(1) where Q is a 2',3'-dideoxyribonucleotide residue as the terminator, and a method using RNA polymerase and a 
compound represented by the general formula (1) where Q is a 3 '-deoxyribonucleotide residue as the terminator. 
[0022J In this method, four kinds of compounds corresponding to four kinds of bases are used as terminators, wherein 
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the compounds are selected from the compounds represented by the general formula (1) and each of which has one 
of different four kinds of fluorescent groups as at least one of W 1 and W 2 , and the chain termination reaction using the 
above four kinds of compounds can be performed in the same reaction system. 

[0023J The present invention relates to a compound represented by the general formula (1 ) where Q is an oligonude- 
5 otide residue having a 2'-deoxyribonucleotide residue at its end. This compound can be used as a primer in the DNA 
sequence determination method based on the primer method. 

[0024] The present invention further relates to a method for determining DNA sequences based on the primer 
method, characterized in that the above compound is used as a primer. In this method, an unlabeled terminator can be 
used. 

io [0025] The present invention relates to a compound represented by the general formula (1) where Q is a mono- or 
oligonucleotide residue not having a phosphate group, or having a mono- or diphosphate group at the 5' end. This com- 
pound can be used as an initiator in DNA sequence determination methods based on the chain terminator method. 
[0026] The present invention relates to a method for determining DNA sequences based on the chain terminator 
method, characterized in that the chain termination reaction is performed by using an initiator comprising a mono- or 

is oligonucleotide residue not having a phosphate group, or having a mono- or diphosphate group at the 5' end and two 
kinds of reporters that can be a donor and an acceptor of energy transfer, and an RNA polymerase. 
[0027] In this method, the compound represented by the general formula (1 ) where Q is a mono- or oligonucleotide 
residue not having a phosphate group, or having a mono- or diphosphate group at the 5' end can be used as an initiator. 
As the terminator, an unlabeled terminator can be used. 

20 [0028] The present invention further relates to a method for determining DNA sequences based on the chain termi- 
nator method characterized in that the chain termination reaction is performed by using a terminator comprising a 3'- 
deoxyribonucleotide residue and two kinds of reporters that can be a donor and an acceptor of energy transfer, and an 
RNA polymerase. 

[0029] In this method, two reporters on the terminator are preferably arranged with a distance sufficient for causing 
25 energy transfer from the donor to the acceptor. The distance sufficient for causing energy transfer from the donor to the 
acceptor is. for. example, in the range of 10-100A. The reporters are. for example, selected from the group consisting of 
fluorescent groups, phosphorescent groups, spin-labeled groups and groups having high electron density. 
[0030] In this method, for example, the donor contained in the terminator is selected from the group consisting of flu- 
orescein dyes, rhodamine dyes and 4,4<Jifluoro-4-bora-3a,4a-diaza-s-indacene dyes, and the acceptor is selected 
30 from the group consisting of fluorescein dyes, rhodamine dyes and 4,4-dH luoro-4-bora-3a,4a-diaza-s-indacene dyes. 
[0031] In this method, four kinds of terminators corresponding to the four kinds of bases are used as the acceptor, 
provided that each of which terminators has one of different four kinds of reporters. And the chain termination reaction 
with the above four kinds of terminators can be performed in the same reaction system. 

[0032] In the above nucleotide sequence determination methods of the present invention, the chain termination reac- 
35 tion is preferably performed in the presence of inorganic pyrophosphatase. 

Brief Description of the Drawings 

[0033] 

40 

Figure 1 shows sequence patterns provided in Example 5. 

Figure 2 shows a construction map of pT7R, a plasmid expressing wild type 17 RNA polymerase. 
Figure 3 shows a construction map of pT7RF644Y. a plasmid expressing a mutant T7 RNA polymerase. F644Y. 
Figure 4 shows a construction map of pT7R-Xho. an improved version of the plasmid pT7R, which has a restriction 
45 endonuclease Xhol site in the T7 RNA polymerase gene. 

Figure 5 shows a construction map of pT7RL665P/F667Y. a plasmid expressing a mutant T7 RNA polymerase, 
L665P/F667Y. 

Figure 6 shows comparison of fluorescence intensity of energy transfer dyes provided in Experimental Example 1. 
so Preferred Embodiments of the Invention 
Compounds of the Invention 

[0034] In the compounds represented by the general formula (1). Q represents a mono- or oligonucleotide residue. 
55 More specifically. Q can be. for example, a nucleotide residue such as ribonucleotide residues, 2 *,3 '-dideoxyribonucle- 
otide residues, a'-deoxyribonucleotide residues. 3'-deoxyribonucleotide residues, and 5'-deoxyribonucleotide residues. 
Those compounds wherein Q is a 2',3'-dideoxyribonucleotide residue or 3'-deoxyribonucleotide residue can be used 
as the terminator in the DNA sequence determination methods based on the chain terminator method. In particular. 
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those compounds wherein Q is a 2'.3'-dideoxyribonucleotide residue are used as the terminator in the methods using 
DNA polymerases. Those compounds where Q is a 3'-deoxyribonucleotide residue are used as the terminator in the 
methods using RNA polymerases. As the 2',3'-dideoxyribonucleotide residue and the 3'-deoxyribonucleotide residue, 
purine nucleotide residues represented by the following general formulae (2) and (3), and pyrimidine nucleotide resi- 
5 dues represented by the following general formula (4) and (5) can be mentioned. 
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R» R 11 



[0035] In the above formulae, both of R 1 1 and R 12 may be hydrogen atoms, or R 1 1 can be hydroxy! group and R 12 
can be hydrogen atom. R 13 can be -P0 3 H 2 , -P 2 0 6 H 3 , -P 3 0 9 H 4 or a salt thereof. Examples of the salt Include alkali 
metal salts such as sodium salts, potassium salts, and lithium salts, alkaline earth metal salts such as barium salts. 
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ammonium salts, organic amine salts such as triethylammonium salts, and pyridine salts and the like. 
[0036] Q can also be an oligonucleotide residue. Those compounds where Q is an oligonucleotide residue, in partic- 
ular, those compounds comprising an oligonucleotide residue having 2'-deoxyribonucleotide at its end can be used as 
a primer in DNA sequence determination methods based on the primer method. Nucleotide sequence and size of the 
oligonucleotide residue can be suitably selected considering the function as the primer, and the size is, for example, in 
the range of 5-30 nucleotides, preferably 10-30 nucleotides. 

[0037J Q can also be a mono- or oligonucleotide residue not having a phosphate group, or having a mono- or diphos- 
phate group at the 5' end. Such compounds can be used as an initiator in the DNA sequence determination methods 
based on the chain terminator method. The mono- or oligonucleotide residue not having a phosphate group, or having 
a mono- or diphosphate group at the 5' end can be selected from, for example, the group consisting of ribonucleoside 
residues, ribonucleoside S'-monophosphate residues, ribonucleoside 5' -diphosphate residues, oligoribonudeotide res- 
idues represented by the general formula N 1 (N) n wherein N 1 is a ribonucleoside, ribonucleoside ^-monophosphate or 
ribonucleoside 5'-diphosphate. N is ribonucleoside S'-monophosphate. and n is an integer not less than 1, and oligori- 
bonudeotide residues represented by the general formula N 2 (N) n wherein N 2 is a group represented by the following 
formula (6). N is a ribonudeoside 5'-monophosphate, and n is an integer not less than 1: 




(6) 



o o 




[0038J More spedf ically, examples of the above mono- or oligoribonudeotide residue include residues of guanosine, 
guanosine 5'-monophosphate (GMP), guanosine 5'-diphosphate (GDP), oligoribonudeotides represented by the gen- 
eral formula N^NJ^G wherein N 1 is a ribonucleoside, ribonucleoside 5 -monophosphate or ribonudeoside S'-diphos- 
phate, N is a ribonucleoside S'-monophosphate, n is an integer not less than 1 , and G is guanosine 5 -monophosphate, 
and oligoribonucleotides represented by the general formula N^NJ^G wherein N 2 is a group represented by the afore- 
mentioned formula (6). N is a ribonudeoside S'-monophosphate. n is an integer not less than 1 , and G is guanosine 5 - 
monophosphate. 

[00391 Specific examples of the above mono- or oligoribonudeotide residue further include residues of adenosine, 
adenosine 5 '-monophosphate (AMP), adenosine 5 '-diphosphate (ADP), oligoribonucleotides represented by the gen- 
eral formula N 1 (N) n ..,A wherein N 1 is a ribonucleoside, ribonucleoside 5 -monophosphate or ribonucleoside 5'-diphos- 
phate, N is a ribonucleoside 5 '-monophosphate, n is an integer not less than 1, and A is adenosine S'-monophosphate, 
and oligoribonucleotides represented by the general formula N 2 (N) n . t A wherein N 2 is a group represented by the afore- 
mentioned formula (6). N is a ribonucleoside ^-monophosphate, n is an integer not less than 1 , and A is adenosine S'- 
monophosphate. 

[0040] Specific examples of the above mono- or oligoribonudeotide residue further include residues of cytidine, cyti- 
dine 5 -monophosphate (CMP), cytidine 5 '-diphosphate (COP), oligoribonucleotides represented by the general for- 
mula N 1 (N) n . t C wherein N 1 is a ribonucleoside, ribonucleoside 5 '-monophosphate or ribonucleoside 5 '-diphosphate. N 
is a ribonucleoside 5 -monophosphate, n is an integer not less than 1, and C is cytidine 5 '-monophosphate, and oligor- 
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ibonudeotides represented by the general formula N^NJ^C wherein N 2 is a group represented by the aforementioned 
formula (6), N is a ribonucleoside S'-monophosphate, n is an integer not less than 1, and C is cytidine 5 -monophos- 
phate. 

[0041 ] Specific examples of the above mono- or oligoribonucleotide residue further include residues of uridine, uridine 
5 '-monophosphate (UMP), uridine 5 '-diphosphate (UDP), oligoribonucleotides represented by the general formula 
N 1 {N)r>-i u wherein N 1 is a ribonucleoside, ribonucleoside 5 '-monophosphate or ribonucleoside 5 '-diphosphate, N is a 
ribonucleoside 5 -monophosphate, n is an integer not less than 1, and U is uridine 5 '-monophosphate, and oligoribonu- 
cleotides represented by the general formula N^N^U wherein N 2 is a group represented by the aforementioned for- 
mula (6), N is a ribonucleoside 5 -monophosphate, n is an integer not less than 1 . and U is uridine 5 '-monophosphate. 
[00421 In the above general formulae N 1 (N) n , N^N^G, N^NJ^A. N 1 (N) n ..,C. N 1 (N) n ..,U, N 2 (N) n , N 2 (N)n-iG, N 2 (N) n . 
jA, N^N^C, and N 2 (N) n . 1 U, the bases of the ribonucteosides, ribonucleoside 5 '-monophosphates and ribonucleo- 
side 5 '-diphosphates represented by N 1 are not particularly limited, and can be suitably selected from guanine, ade- 
nine, cytosine, and uridine, and they are preferably guanine. The kind of the bases of the ribonucleoside 5'- 
monophosphates represented by N and the sequence when n is 2 or more are also not particularly limited. While n is 
not particularly limited from the viewpoint of the function of initiator, it is practically 10 or less, preferably 5 or less, more 
preferably 1 or 2. 

[0043] In the compounds of the present invention represented by the general formula (1). V represents -C-C-(CH 2 ) n r 
NH- or -CH=CH-(CH 2 ) n2 -NH-. n1 and n2 represent an integer not less than 1. One of the end carbon atoms of -C-C- 
or -CH=CH- in V is bound to the aforementioned mono- or oligonucleotide residue represented by Q at the 5-position 
for pyrimidine nucleotide residues, or the 7-position for purine nucleotide residues. 

[0044] Examples of the methylene chain represented by the above -(CH 2 ) n1 - and -(CHg)^- include methylene chains 
where n1 and n2 are 1-15, specifically, a methylene group, an ethylene group, a trimethylene group, a tetramethylene 
group, a pentamethylene group, a hexamethylene group, a heptam ethylene group, an octamethylene group, a nonam- 
ethylene group, a decamethylene group and the like. 

[0045] However, when the compounds are used as terminators for the sequencing reaction by RNA polymerases, n1 
and n2 are preferably 4 or more, more preferably n1 and n2 are 4-10. particularly preferably m and n2 are 4-8. from the 
viewpoint of higher incorporation efficiency, using RNA polymerases. When the compounds are used as terminators for 
the sequencing reaction using DNA polymerases, n1 and n2 are preferably 3 or more, more preferably n1 and n2 are 
3-10, from the viewpoint of higher incorporation efficiency by DNA polymerases. When the compounds are used as a 
primer or an initiator. n1 and n2 are suitably selected considering activity of DNA polymerase or RNA polymerase used 
for the sequencing reaction. 

[0046] R 1 represents a trivalent group, and examples thereof include 



-R 21 -CH-R 22 - -R 21 -N-R 22 - 




wherein R 21 -R 23 each independently represent a single bond or a divalent hydrocarbon residue. 
[0047] The above divalent hydrocarbon residue may be aliphatic, aromatic, or a combination thereof. The divalent 
aliphatic hydrocarbon residue may be linear, branched or cyclic. Examples of the linear or branched aliphatic divalent 
hydrocarbon residue include divalent aliphatic hydrocarbon residues having 1 -6 carbon atoms, specifically, a methylene 
group, an ethylidene group, a 1 ,2-ethanediyl group, a propylidene group, a 1.2-propanediyi group, a 1 ,3-propanediyl 
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group, an isopropyiidene group, a butylidene group, a 1.2-a butanediyl group, a 1,3-butanediyl group, a 1 ,4-butanediyl 
group, a 2-methyM ,2-propanediyl group, a 2-methy-1.3-propanediyl group, a pentytidene group, a 1 ,2-pentanediyl 
group, a 1.3-pentanediyl group, a 1,4-pentanediyl group, a 1 ,5-pentanediyl group, a 2,3-pentanediyt group, a 2,4-pen- 
tanediyl group, a 2-methy1-l ,2-butanediyf group, a 2-methyM ,3-butanediyl group, a 2-methyl-l ,4-butanediyl group, a 2- 

5 methyl-1 ,5-butanediyl group, a 2-methy1-2,3-butanediyl group, a 2-methyl-2,4-butanediyl group, a 2.2-dimethyM ,3-pro- 
panediyl group, a hexylidene group, a 1 ,2-hexanediyt group, a 1 ,3-hexanediyl group, a 1 ,4-hexanediyl group, a 1 ,5-hex- 
anediyl group, a 1 ,6-hexanediyl group, a 2,3-hexanediyl group, a 2.4-hexanediyl group, a 3.4-hexanediyl group and the 
like. Among these, divalent aliphatic hydrocarbon residues having 1-4 carbon atoms are preferred. As the divalent cyclic 
aliphatic hydrocarbon residue, for example, divalent cyclic aliphatic hydrocarbon residues having 3-7 carbon atoms can 

jo be mentioned. And specific examples thereof include a 1 ,2^cydopropanediyl group, a 1 ,2-cyclobutanediyl group, a 1 ,3- 
cyclobutanediyl group, a 1,2-cyclopentanediyl group, a 1,3-cyclopentanediyt group, a 1 ,2-cyclohexanediyl group, a 1,3- 
cyclohexanediyl group, a 1 ,4-cyclohexanediyl group, a 1 ,2-cycloheptanediyl group, a 1 .3-cycloheptanediyl group, a 1.4- 
cycloheptanediyl group and the like. Among these, divalent aliphatic hydrocarbon residues having 5-7 carbon atoms are 
preferred. As the divalent aromatic hydrocarbon residues, there can be mentioned, for example, a phenylene group, a 

1S biphenylene group, a triphenylene group and the like. 

[0048] R 2 and R 3 each independently represent hydrogen atom or a hydrocarbon residue, or R 2 and R 3 may join to 
form a ring together with the adjacent CH and NH. Examples of the hydrocarbon residue include linear, branched or 
cyclic aliphatic hydrocarbon residues having 1-6 carbon atoms such as a methyl group, an ethyl group, a n-propyl group, 
an isopropyl group, a n-butyi group, an isobutyl group, a tert-butyl group, a sec-butyl group, a n-pentyl group, an iso- 

20 pentyl group, a tert-pentyl group, a 1-methylpentyl group, a n-hexyl group, an isohexyl group, a cyclopropyl group, a 
cyclopentyl group, and a cyclohexyl group; aralkyl groups having 7-10 carbon atoms such as a benzyl group, a phene- 
thyl group, a phenylpropyl group, and a methyibenzyl group; and aryl groups such as a phenyl group, a tolyl group, a 
xylyl group, a naphthyl group, and a biphenyt group. Examples of the ring formed by joined R 2 and R 3 together with the 
adjacent CH and NH include 3- to 6-membered rings which may contain N and O. specifically, an aziridine ring, an aze- 

25 tidine ring, a pyrrolidine ring, a pyrroline ring, an imidazolidine ring, an imidazoline ring, a pyrazolidine ring, a pyrazoline 
ring, a piperidine ring, a piperazine ring, a morpholine ring and the like. The repetition number m represents an integer 
not less than 1. 

[0049] For the compounds of the present invention. R 2 , R 3 and m are preferably selected so that the distance between 
W 1 and W 2 should be in the range of 10-100A. The signal such as fluorescence resulting from the energy transfer varies 
30 depending on the distance between W 1 and W 2 . The distance between W 1 and W 2 affording the strongest signal varies 
depending on the kinds of W 1 and W 2 . Therefore. R 2 . R 3 and m are suitably selected by considering the kinds of W 1 
and W 2 and the like. 

[0050] The intramolecular distance between the two fluorescent groups is in the range of 10-100 A, preferably 20- 
60A. more preferably about 30-50 A. When the ring formed from R 2 and R 3 is a pyrrolidine ring, i.e., the residue is a 
35 proline residue, 20-60A corresponds to a proline stretch of about 5-16 residues, and 30-50A corresponds to 8-1 2 resi- 
dues. The value of m is suitably such a number that the total amino acid residues containing the proline stretch should 
correspond to 20-60A, preferably 30-50A. 

[0051 ] W 1 and W 2 each independently represent a fluorescent group. The fluorescent group used herein is a group 
having a property of giving fluorescence emission. 

40 [0052] Preferred examples of the fluorescent group include fluorescein dyes, rhodamine dyes, 4,4-dif luoro-4-bora- 
3a.4a-diaza-s-indacene dyes, cyanine dyes, phthalocyanine dyes, squalanine dyes and the like. Among these, those of 
fluorescein dyes, rhodamine dyes and 4,4-difluoro-4-bora-3a,4a-diaza-s-indacene dyes are preferred. 
[0053] More specifically, there can be mentioned, for example, those derived from fluorescent dyes such as 5- or 6- 
carboxyfluorescein (abbreviated as FAM hereinafter), fluorescein, isothiocyanate, 5- or 6-carboxy-4',5 , -dichloro-2\7'- 

45 dimethoxyfluorescein (abbreviated as JOE hereinafter). 5- or e-carboxy^'.^.S'J'-tetrachlorofluorescein. 5- or 6-car- 
baxy-2 , 1 4\5\ 7-tetrabromofluorescein, 5- or 6-carboxy-4.7-dichloro-2',r-dimethoxyfluorescein. 5- or 6-carboxy- 
4 1 7 l 4',5 , -tetrachloro-2 , 1 7-dimethoxyfluorescein, 5- or 6-carbcxy-2\7*-dimethoxyfluorescein, 5- or 6-carboxy-4,A7- 
dichloro-T.2'.7'.8'-dibenzofluorescein. 5- or 6-carboxy-4.7-dichIoro-1'. 2'. T. 8' -dibenzofluorescein, 5- or 6-carboxyte- 
tramethytrhodamine (abbreviate as TMR hereinafter), 5- or 6-carboxyrhodamine X (abbreviated as XR hereinafter), 5- 

50 or 6-cajtxaxyrhodamine 6G (abbreviated as R6G hereinafter), 5- or 6-carboxyrhodamine 110 (abbreviated as R110 
hereinafter), 4.4-difluoro-1.3,5,7-tetramethyl-4-bora-3a,4a<Jiaza-s-inclacene-8i3ropionic acid (abbreviated as BODIPY 
493/503 hereinafter), 2,6-dibromo-4,4-difluoro-5,7-<Jimetriyl-4-bora-3a > 4a-diaza-s-indacene-8-propionic acid (abbrevi- 
ated as BODIPY FL Br2 hereinafter), 4,4-difluoro-5-phenyW-bora-3a.4a-diaza-s-indacene-8-propionic acid (abbrevi- 
ated as BODIPY R6Q hereinafter), 4.4-difluoro-5.7-diphenyl-4-bora-3a,4a-diaza-s-indacene-8-propionic acid 

55 (abbreviated as BODI PY 530/550 hereinafter). 6-((4,4-dif luoro-1 ,3-dimethyl-5-(4-methoxyphenyl)-4-bora-3a.4a-diaza- 
s-indacene-2-propionyt)amino)hexanoic acid (abbreviated as BODIPY TMR hereinafter), (Oregon Green 488)-carbox- 
ylic acid, ethidium bromide. 2-methoxy-6-chloro-9-aminoacridine. and 4-trifluoromethyl-7-<D-bromopropylaminocou- 
marin. 
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[0054] When the compounds of the present invention are used as a terminator, it can be emphasized that they are 
four kinds of energy transfer terminators which has been designed in order to more efficiently realize strong signal inten- 
sity in the method for DNA sequencing based on the chain terminator method compared with conventional four-color 
fluorescent terminators. In order to perform the termination reaction for the four kinds of bases. A. G. C and T, simulta- 
5 neously four kinds of sets (combinations of the donor dye and the acceptor dye, occasionally they are collectively 
referred to as reporters) are provided. 

[0055] When the compounds of the present invention are used, one of W 1 and W 2 serves as the donor dye. and the 
other serves as the acceptor dye. Specific preferred examples of the set of W 1 and W 2 include, but not limited to, sets 
of donor dye A (FAM), acceptor dye B (FAM, JOE. TMR. XR), donor dye A (FAM). acceptor dye B (FAM. R6G. TMR. 
10 XR), donor dye A (FAM), acceptor dye B (R6G. TMR, XR, R1 10). donor dye A (BODIPY 493/503), acceptor dye B 
(BODIPY FLBr2, BODIPY R6G, BODIPY TMR. BODIPY 530/550). donor dye A (FAM). acceptor dye B (BODIPY 
FLBr2, BODIPY R6G, BODIPY TMR, BODIPY 530/550). donor dye A (Oregon Green 488), acceptor dye B (BODIPY 
FLBr2, BODIPY R6G, BODIPY TMR. BODIPY 530/550) and the like. 

[0056] The compounds of the present invention has the advantage that, when they are used as a terminator for exam- 
15 pie. they can be incorporated by an RNA polymerase or a DNA polymerase without steric hindrance because they are 
composed of two kinds of fluorescent dyes bound to one mono- or oligonucleotide. In addition, the compounds of the 
present invention have a chemical structure which is designed for quickly taking a specific higher structure for high sen- 
sitivity detection based on the principle of energy transfer, and therefore they are useful as a terminator, a primer and 
an initiator. 

20 [0057] The compounds of the present invention represented by the above general formula (1) can be synthesized by. 
for example, reacting a compound represented by the following general formula (7) with a compound represented by 
the following general formula (8) according to the following reaction formula (V). 

Q-V-H (7) 

25 

[0058] In the formula, Q and V have the same meanings as defined above. 

R 2 R 3 
I I 

Su— O— CO— R 1 — NH-fCO— CH— M^-W 1 (8) 
NH-W 2 

35 



[0059] In the formula, Su represents a succinimide group, and the other symbols have the same meanings as defined 
above. 

40 



45 



50 



55 
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w 



f f 

p5y^OCO-R 1 -NH-(cO-CH~N^H + W<-OSu 

NH(Boc) 0) 

f * 

^-OCO-^-WH^CO-CH-N-^W 1 

NH(Boc) 



f f 

Q-OCO-R^NH^CO-CH-N^W 1 
15 NH(Boe) (II) 

HOOC^-N^CO^-N^W' 

20 

f t 

HOOC-R^NH-fcO-CH-M^W 1 + W^-OSu 

25 f r 5 am 

HOOC-R^-HM^CO-CH-N-^W 1 

NHW 2 

HOOC-R 1 -NH-{CO-CH-N^-W 1 + (SuOfcCO 
NHW 2 

Mr 5 OV) 

35 ^ SuO-CO-R^NM-fcO-CH-N-^W 1 

nmw 2 

win 

40 SuO-CO-R^NH-fcO-CH-A^-W 1 + Q-V-H 

(7) 

(8) /ft , R 2 R s (V) 

ChV-CO-R^MH-fco-CH-H^W' 
DMF NHW 2 

(1) 



[0060] That is, as shown in the above reaction formula fV], a compound represented by the general formula (7) and 
a compound represented by the general formula (8) can be reacted in a solvent such as DMF and DMF/water in the 
presence of a basic catalyst such as 4-dimethylaminopyridine as required at 10-40°C for 1 to several hours to afford a 
compound of the general formula (1). 
55 [0061] The compounds represented by the general formula (7) can be synthesized by, for example, the method men- 
tioned in Japanese Patent Unexamined Publication (KOKAI) No. Hei 10-158293/1998, columns 9-18, [0056H0067], 
and specifically, by the method described in [Examples] thereof. 

[0062] The compounds represented by the general formula (8) can be synthesized according to (I)-(1V) in the reaction 
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scheme mentioned above. The symbol "Poly" in the reaction scheme represents a resin (solid phase). That is, for exam- 
ple, they can be readily obtained by, for example, introducing W 1 into the N-terminus of (Pro) m -eBoc-Lys wherein Pro 
represents a proline residue, Lys represents a lysine residue, Boc represents a t-butyloxycarbonyl group, and m repre- 
sents a positive integer, which is synthesized by a conventional method such as the solid phase method [Reaction For- 
5 mula (I)], then removing the Boc group [Reaction Formula (II)], introducing W 2 into the free amino group [Reaction 
Formula (III)], and introducing a succinimide group (Su) [Reaction Formula (IV)]. 

Nucleotide sequence determination method 

10 (1 ) Method utilizing terminator having energy transfer function 

[0063] The nucleotide sequence determination method of the present invention using a terminator having energy 
transfer function include the following methods: 

15 a method for determining DNA sequences based on the chain terminator method, wherein the chain termination 
reaction is performed by using a terminator comprising a 3 '-deoxyribonucleotide residue and two kinds of reporters 
that can be a donor and an acceptor of energy transfer, and an RNA polymerase (this method is referred to as the 
first method hereinafter), and 

a method for determining DNA sequences based on the chain terminator method, wherein the chain termination 
20 reaction is performed by utilizing a compound of the present invention represented by the general formula (1) as a 
terminator (this method is referred to as the second method hereinafter). The latter method includes a method uti- 
lizing a compound represented by the general formula (1) wherein Q is a 2',3 -dideoxyribanucleotide residue as a 
terminator and a DNA polymerase, and a method utilizing a compound represented by the general formula (1) 
wherein Q is a 3 '-deoxyribonucleotide residue as a terminator and an RNA polymerase. The method using an RNA 
25 polymerase overlaps the above first method. 

[0064] The first method mentioned above utilizes a terminator comprising a 3 '-deoxyribonucleotide residue, and two 
kinds of reporters which can be a donor and an acceptor for energy transfer. The reporter may be, for example, a fluo- 
rescent group, and in addition, it can be selected from, for example, the group consisting of phosphorescent groups, 

30 spin-labeled groups and groups having high electron density. The two kinds of reporters on the terminator are prefera- 
bly placed with a distance sufficient for causing energy transfer from the donor to the acceptor. The distance sufficient 
for causing energy transfer from the donor to the acceptor is, for example, in the range of 10-100A. 
[0065] When the reporter comprises a fluorescent group, the fluorescent group can be suitably selected considering 
intensity and wavelength of fluorescence, easiness of incorporation by an RNA polymerase and the like. However, the 

as fluorescent group should be a fluorescent group producing detectable luminescence emission subsequent to stimula- 
tion by energy absorption from a suitable source such as argon laser, and the fluorescent group is preferably used as 
a set in which an emission wavelength of one member resonates with an excitation wavelength of another member. 
[0066] As preferred examples of the fluorescent group, those mentioned for W 1 and W 2 hereinbefore can be men- 
tioned. 

40 [0067] When the reporter comprises a fluorescent group, the intramolecular distance between the two fluorescent 
dyes (the donor and the acceptor) is designed to be constant. As a structure for obtaining such a constant intramolecu- 
lar distance, for example, a stretch of proline can be mentioned as discussed above. The intramolecular distance 
between the two fluorescent groups is in the range of 10-100 A, preferably 20-60A, more preferably about 30-50 A. As 
for the proline stretch, 20-60A corresponds to about 5-16 residues, and 30-50A corresponds to 8-12 residues. 

45 [0068] When the reporter comprises a fluorescent group, it is preferred to select four kinds of energy transfer termi- 
nators which are designed in the method tor DNA sequencing based on the chain terminator method so as realize more 
efficiently stronger signal intensity compared with conventional four-color fluorescent terminators. In order to simultane- 
ously perform the termination reactions for the four kinds of bases, A. G, C and T. four kinds of sets (combinations of 
the donor dye and the acceptor dye) are used. Preferred specific examples of the set include, but not limited to, sets of 

50 donor dye A (FAM), acceptor dye B (FAM, JOE, TMR, XR). donor dye A (FAM), acceptor dye B (FAM. R6G, TMR, XR), 
donor dye A (FAM), acceptor dye B (R6G, TMR, XR. R1 10), donor dye A (BODIPY 493/503). acceptor dye B (BODIPY 
FL Br2, BODIPY R6G, BODIPY TMR. BODIPY 530/550), donor dye A (FAM), acceptor dye B (BODIPY FL Br2, BOD- 
IPY R6G. BODIPY TMR. BODIPY 530/550), donor dye A (Oregon Green 488). acceptor dye B (BODIPY FL Br2. BOD- 
IPY R6G. BODIPY TMR. BODIPY 530/550) and the like. 

55 [0069] As specific examples of the terminator where the reporter comprises a fluorescent group, the compounds of 
the present invention represented by the general formula (1) can be mentioned. 

[0070] The second method for determining nucleotide sequences of the present invention is a method based on the 
chain terminator method, and characterized in that the chain termination reaction is performed by using a compound of 
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the present invention represented with the general formula (1) as the terminator. Provided that the second method of 
the present invention includes a method utilizing a DNA polymerase as the polymerase in addition to a method utilizing 
an RNA polymerase as polymerase. 

[0071 ] For the first method and the second method of the present invention, known methods can be utilized as they 
5 are except that the compounds mentioned above should be used as the terminator. For example, a method utilizing 
DNA polymerase as the polymerase is disclosed in Japanese Patent Unexamined Publication (KOKAI) No. Hei 1- 
180455/1989. International Patent Application Publication in Japanese (KOHYO) No. Hei 5-502371/1993, International 
Patent Application Publication in Japanese (KOHYO) No. Hei 6-510433/1994 and the like. The DNA polymerase may 
be a polymerase having improved heat resistance or a mutant polymerase of which difference of incorporation ratio 
io depending on the kind of bases is improved. 

[0072] When a DNA polymerase is used as the polymerase, and a compound of the general formula (1) is used as 
the terminator, this compound preferably has a 2',3'-dideoxyribonucleotide residue and n1 or n2 is preferably 3 or more, 
more preferably 3-10, because such a compound shows good incorporation by DNA polymerase, and affords highly 
precise sequence data. 

15 [00731 When an RNA polymerase is used as the polymerase, a terminator of the present invention having 3 '-deoxyri- 
bonucleotide residue or a compound of the present invention having 3 '-deoxy ribonucleotide residue represented by the 
general formula (1) is used as the terminator. As the method for determining nucleotide sequences using an RNA 
polymerase as the polymerase, for example, the method described in W096/14434 can be used except that the termi- 
nator or the compound of the present invention is used. 

20 [0074] That is, ribonudeoside 5 '-triphosphates comprising ATP, GTP, CTP, and UTP or derivatives thereof and the 
terminators, i.e., one or more kinds, preferably four kinds of 3'-deoxyribonucleoside 5 -triphosphates (3'-dNTP deriva- 
tives) comprising derivatives of 3'-dATP, 3'-dGTP, 3'-dCTP, and 3'-dUTP selected from the terminators of the present 
invention, can be reacted in the presence of an RNA polymerase and DNA fragments containing a promoter sequence 
for the RNA polymerase to afford nucleic acid transcription products, the resulting nucleic acid transcription products 

25 can be separated, and DNA sequence can be determined by reading nucleic acid sequence from the obtained sepa- 
rated fractions. 

[0075] The RNA polymerase may be a polymerase having improved heat resistance, or a mutant polymerase of which 
difference of incorporation ratio depending on the kind of bases is improved. The DNA fragment which will be used as 
a template is not particularly limited so long as it contains a promoter sequence for the RNA polymerase. For example, 

30 the DNA fragment containing a promoter sequence can be a DNA product amplified by polymerase chain reaction 
(PCR). Further, nucleic acid transcription reaction by the method of the present invention can be performed with such 
an amplified DNA product without removing therefrom the primers and/or 2*-deoxyribonucleoside 5 -triphosphates 
and/or the derivatives thereof used for the polymerase chain reaction. The DNA fragment containing a promoter 
sequence may also be a DNA fragment obtained by [{gating the promoter sequence and a DNA fragment to be amplified 

35 followed by cloning in a suitable host cell. 

[0076] When an RNA polymerase is used as the polymerase, and a compound of the general formula (1) is used as 
the terminator, this compound preferably has a 3 '-deoxyribonucleotide residue, and n1 or n2 of the compound is pref- 
erably an integer of 4 or more, more preferably 4-10, because such a compound shows good incorporation by RNA 
polymerase, and affords highly precise sequence data. 

40 [0077] In the DNA sequence determination method of the present invention, four kinds of terminators corresponding 
to four kinds of bases selected from the terminators of the present invention or the compounds represented by the 
above general formula (1) (each terminator has one of different four kinds of reporters as the acceptor) can be used, 
and the chain termination reactions can be performed in the sue reaction system. When compounds represented by 
the general formula (1) are used as terminators, one of W 1 and W 2 serves as the acceptor, and each compound should 

4S have one of four different kinds of acceptors. In this method, a nucleotide sequence can be efficiently determined with 
a smaller number of operation step by performing the incorporation reaction of terminators corresponding to the four 
kinds of bases, A, G. C and T in a single tube. 

[0078] Further, in the methods of the present invention, the chain termination reaction is preferably performed in the 
presence of inorganic pyrophosphatase as described hereinafter, because it can minimize the difference of peak 
so heights obtained corresponding to each ribonucleotide, and hence improve accuracy of the sequence reading. 

(2) Method utilizing primer having energy transfer function 

[0079] The third method for DNA sequence determination of the present invention is a method for determining DNA 
55 sequences based on the primer method, and characterized in that it utilizes a compound of the present invention rep- 
resented by the general formula (1) where Q is an oligonucleotide residue, in particular, Q is an oligonucleotide residue 
having 2 '-deoxyribonucleotide residue at its end as a primer. 

[0080] For the third method of the present invention, known dideoxy methods utilizing a DNA polymerase can be used 
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except that the compound mentioned above is used as the primer. As the known methods, for example, the methods 
disclosed in W095/21266, Japanese Patent Unexamined Publication (KOKAI) No. Hei 10-88124/1998 and the like can 
be utilized. 

5 (3) Method utilizing initiator having energy transfer function 

[0081 ] The fourth method for DNA sequence determination of the present invention is a method for determining DNA 
sequences based on the chain terminator method, and characterized in that the chain termination reaction is performed 
by using an initiator comprising a mono- or oligonucleotide residue not having a phosphate group, or having a mono- or 
io diphosphate residue at the 5' end and two kinds of reporters that can be a donor and an acceptor of energy transfer, 
and an RNA polymerase. As the above initiator, a compound of the present invention represented by the general for- 
mula (1) where Q is a mono- or oligonucleotide residue not having a phosphate group, or having a mono- or diphos- 
phate residue at the 5' end can be used. 

[0082] More specifically, this method is a method for determining DNA sequences where ribonucleotide S'-triphos- 
rs phates comprising ATP, GTP, CTP, and UTP or derivatives thereof and one kind of 3'-deoxyribo nucleoside 5'-triphos- 
phate (referred to as 3'<JNTP derivative hereinafter) selected form the group consisting of 3'-dATP, 3'-dGTP, 3'-dCTP, 
3'-dUTP and derivatives thereof are reacted in the presence of an RNA polymerase and DNA fragments containing a 
promoter sequence for the RNA polymerase to afford nucleic acid transcription products, the resulting nucleic acid tran- 
scription products are separated, and DNA sequence is determined by reading nucleic acid sequence from the 
20 obtained separated fractions, and it utilizes the initiator mentioned above as the initiator for the nudeic acid transcription 
reaction. The 3'-dNTP derivatives as the terminators can be unlabeled compounds. 

[0083] Principles of the method for enzymatically synthesizing nucleic acid transcription products by using an RNA 
polymerase and a DNA fragment containing a promoter sequence for the RNA polymerase as a template, the method 
for separating the transcription products, and the method for reading nucleic acid sequence from the separated frac- 
25 tions are known in the art. Accordingly, for these methods, any known methods, conditions, apparatuses and the like 
can be used according to circumstances. For example, one can refer to the descriptions of W096/14434 concerning 
the terminator method. 

[0084] The DNA fragment which will be used as a template is not particularly limited so long as it contains a promoter 
sequence for the RNA polymerase. For example, the DNA fragment containing a promoter sequence can be a DNA 

30 product amplified by polymerase chain reaction. Further, the nucleic acid transcription reaction by the method of the 
present invention can be performed with such an amplified DNA product without removing therefrom the primers and/or 
2'-deoxyribonucleoside 5 -triphosphates and/or the derivatives thereof used for PCR. The DNA fragment containing a 
promoter sequence may also be a DNA fragment obtained by ligating the promoter sequence and a DNA fragment to 
be amplified and cloned in a suitable host cell. That is, the DNA sequence to be amplified, primers, conditions for the 

35 amplification and the like used in the present invention are not particularly limited. 

[0085] For example, the reaction system of the polymerase chain reaction for amplification of a DNA fragment con- 
taining a promoter sequence may contain 10-50 ng of genomic DNA or 1 pg of cloned DNA, 10 jiM of each primer, and 
200 uM of each 2'-deoxyribonucleoside 5 '-triphosphate (dATP, dGTP, dCTP, dTTP) in 20 uJ volume, and the reaction 
can be performed using Taq polymerase as the DNA polymerase in such a reaction system. 

40 [0086] However, either one of the primers for the polymerase chain reaction or the amplified inserted DNA (insert) 
should contain a promoter sequence for An RNA polymerase mentioned hereinafter. In the direct transcriptional 
sequencing method, by using two kinds of primers, one of which has a phage promoter sequence, or amplified inserted 
DNA containing a phage promoter sequence, the resulting PCR products can be subjected to in vitro transcription by 
an RNA polymerase functioning with such a promoter. 

45 [0087] The promoter sequence for an RNA polymerase can be suitably selected according to the kind of an RNA 
polymerase to be used. 

[0088] In the fourth method of the present invention, transcripts of RNA and the like are synthesized from a DNA frag- 
ment containing a promoter sequence. Because the DNA fragment contains the promoter sequence for an RNA 
polymerase, this promoter sequence is recognized by the above-mentioned RNA polymerase, and nucleic acid tran- 

50 scripts such as RNA transcripts are synthesized. 

[0089] In the synthesis of transcripts of RNA and the like, ribonucleoside 5 -triphosphate (NTP) comprising ATP, GTP, 
CTP and UTP or derivatives thereof and one kind of 3'-dNTP derivative are reacted in the presence of the nucleic acid 
transcription initiator and an RNA polymerase. Further, the term 3'-dNTP derivative is used herein to collectively refer 
to 3 -dATP. 3'-dGTP. S'-dCTP, 3'-dUTP and derivative thereof. As the ribonucleoside 5 -triphosphates (NTPs), at least 

55 four kinds of compounds having different bases, some of which may be derivatives of NTP, are necessary for the syn- 
thesis of transcripts. 

[0090] The 3'-dNTP derivatives are incorporated at the 3' ends of transcriptional products, RNA or nucleic acid, 
thereby 3'-hydroxy groups no longer exist to inhibit the synthesis of RNA or nucleic acid. As a result, RNA or nucleic 
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acid fragments with various lengths having the 3'-dNTP derivatives at the 3' end are provided. Such ribonudeoside 
analogues are obtained for each of the four kinds of 3'-dNTP derivatives with different bases. The provided four kinds 
of ribonudeoside analogues can be used for the sequencing of RNA or nucleic acid [Vladimir D. Axelred et al. (1985) 
Biochemistry Vol. 24, 5716-5723). 

5 [0091] One kind of the 3'-dNTP derivatives is used for one nucleic add transcription reaction, and the nucleic acid 
transcription reaction is performed four times by using each of different four kinds of the 3 '-dNTP derivatives to afford 
four kinds of transcription products with different bases of the 3'-dNTP derivatives at the 3 ' end. In one nucleic add tran- 
scription reaction, a transcription product which is a mixture of various kinds of RNA or nucleic acid fragments with the 
same 3'-dNTP derivative at the 3 ' end and different molecular weight is obtained. The obtained four kinds of transcrip- 

w tion products can be independently separated and used for sequendng described hereinafter. Alternatively, two or more 
of the four kinds of the transcription products can be mixed, and the resulting mixture can be subjected to separation 
and used for sequence reading. 

[00921 The RNA polymerase used in the fourth method of the present invention may be either a wild type RNA 
polymerase or a mutant RNA polymerase. As for the RNA polymerase, one can refer to the descriptions for the first and 
is the second methods hereinbefore. 

Inorganic pyrophosphatase 

[0093] In the first to fourth methods of the present invention, the nucleic add transcription readion is preferably per- 
20 formed in the presence of an inorganic pyrophosphatase. This makes it possible to minimize the difference of peak 
heights (strength of signal) of the labeled ribonudeotides. thereby accuracy of the sequence reading can be improved 
and more accurate sequence data can be afforded. 

[0094] Pyrophosphorolysis is caused by increase of pyrophosphate produced by the DNA synthesis, and ad to pro- 
mote the reaction in such a manner that the synthesized DNA products should be decomposed. As a result, the pyro- 
25 phosphordysis will inhibit the sequencing in the dideoxy sequencing method utilizing a DNA pdymerase. On the other 
hand, it has been known that, when an inorganic pyrophosphatase is used in the dideoxy sequendng method which 
uses a DNA polymerase, it inhibits the pyrophosphorolysis and thus afford stable sequence data [Japanese Patent 
Unexamined Publication (KOHYO) No. Hei 4-506002/1992]. 

[0095] Pyrophosphorolysis is also effective in the sequencing method which uses an RNA polymerase. That is, by 
so performing the nucleic add transcription reaction in the presence of an inorganic pyrophosphatase, it becomes possible 
to minimize the difference of peak heights (strength of signal) of the labeled ribonucleotides, thereby more stable 
sequence data can be afforded. 

[0096] The inorganic pyrophosphatase (EC.3.6.1.1) can be obtained as a commerdally available produd, and, for 
example, it is marketed as INORGANIC PYROPHOSPHATASE by Sigma, and as Pyrophosphatase by Boehringer. 
35 While the amount of the inorganic pyrophosphatase to be used depends on the degree of activities of the inorganic 
pyrophosphatase and an RNA polymerase, it can be suitably used, for example, in an amount of 10" 6 to 10" 2 units per 
unit of the RNA polymerase. 

[0097] According to the present invention, five-twentyfold higher sensitivity for the signals can be obtained with the 
same number of molecules compared with that obtained by using conventional fluorescence-labeled terminators having 

40 only one reporter such as a fluorescent dye. It is particularly effective when using multiple capillary sequencer and the 
like, or when conducting electrophoresis using lithography channels or uhrafine lithography channels. In particular, use 
of an increased number of lanes (capillaries) tends to require decreased sectional area of the electrophoresis lanes, 
and it is considered that amount of DNA that can be loaded is substantially proportional to the sedional area. 
[0098] Therefore, the amount of DNA that can be loaded is considered to be in inverse proportion to square of elec- 

45 trophoresis lane diameter, and the width of the ultrafine electrophoresis channels of capillary array or lithography which 
is used for multiple lanes is in proportion to the diameter of one capillary. Eventually, if the width of the whole capillary 
array is constant, sensitivity increased in proportion to square number of the capillaries is required. 
[0099] ft is considered that the present invention is extremely effective for such use of multiple sequendng lanes. 
According to the present invention, because structures having an extremely large molecular weight are bonded to one 

so terminator nucleotide, mobility of the final sequendng products in electrophoresis tends to be slower compared with 
that observed with conventional terminators. Therefore, it is suitable to newly program a computer software for base call 
of sequencer. 

Examples 

55 

[01 00] The present invention will be further explained more in detail with reference to the following examples. 
{01 01 ] The abbreviations used in the following examples are as follows. 
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Fmoc: a 9-f luorenylmethyloxycarbonyl group 
Boc: a t-butyloxycarbonyl group 
Lys: lysine 
Pro: praline 
5 Ac: an acetyl group 

Synthesis Example 1 

Synthesis of FAM-(Pro)8-Lys (eTMR) 

to 

(1 ) Synthesis of FAM-(Pro)8-Lys 

[0102] Starting from aFmoc-eBoc- Lys- Alto resin (100-200 mesh, Watanabe Chemical Industry, 5.0 g. 2.4 mmol as 
aFmoc-eBoc-Lys). the title compound was synthesized by the solid phase method according to the method described 

is in literature ("Fundamentals and Experiments of Peptide Synthesis", Maruzen Shuppan, p.21 8). 

[0103] That is, aFmoc-eBoc-Lys-AIko resin was first treated with piperidine to remove the Fmoc group. To a solution 
of the resulting resin and threefold amount of Fmoc-Pro (Wako Pure Chemical Industries Ltd.) in equivalence as to Lys 
on the resin in 1-methyl-2-pyrrolidone, threefold amount in equivalence of HOBt and threefold amount in equivalence of 
N.N'-diisopropylcarbodiimide were added, and condensation reaction was performed at room temperature for five hours 

zo to successively introduce amino acids. After all of the amino acids were incorporated, threefold amount in equivalence 
of 5-carboxyfluorescein succinimide ester (Molecular Probe) was condensed. After the reaction was completed, the 
resin was washed with MeOH, added with a mixture (100 ml) of 55% TFA-dichloromethane and anisole (1 ml), and 
allowed to react at room temperature for one hour with stirring to cleave the desired FAM-labeled polypeptide from the 
resin and simultaneously remove the Boc group (the protecting group of e-amino group of Lys). After the reaction was 

25 completed, the resin was removed by filtration, and the filtrate was concentrated under reduced pressure, and added 
with ether to precipitate the reaction product The precipitates were collected, and dried in a desiccator to afford 2.2 g 
Of FAM-(Pro)8-Lys. 

(2) Synthesis of FAM-(Pro)8-Lys(eTM R) 

30 

[0104] 500 mg of the FAM-(Pro)8-Lys synthesized in Synthesis Example 1-(1) was dissolved in DMF (1 ml), added 
with threefold amount in equivalence of triethylamine and 2.5-fold amount in equivalence of 5-carboxytetramethylrhod- 
amine succinimide ester (Molecular Probe), and allowed to react at room temperature for 19 hours. After the reaction 
was completed, the reaction mixture was concentrated under reduced pressure, and the resulting residue was purified 
35 by using a gel filtration column (Sephadex LH20. Pharmacia) to afford FAM-(Pro)8-Lys(e TMR) (420 mg). 

Synthesis Example 2 

Synthesis of FAM-(Pro)8-Lys(eXR) 

40 

[0105] From the FAM-(Pro)8-Lys obtained in Synthesis Example 1-(1) (500 mg) and 2.5-fold amount in equivalence 
of 5-carboxy-X-rhodamine succinimide ester (Molecular Probe). FAM-(Pro)8-Lys(cXR) (380 mg) was obtained by using 
the same reagents and the same procedure as in Synthesis Example l-(2). 

45 Synthesis Example 3 

Synthesis of FAM-(Pro)8-Lys(eR6G) 

[0106] From the FAM-(Pro)8-Lys obtained in Synthesis Example 1-(1) (500 mg) and 2.5-fold amount in equivalence 
so of 5-carboxyrhodamine 6Q succinimide ester (Molecular Probe), FAM-(Pro)8-Lys(cR3G) (400 mg) was obtained by 
using the same reagents and performing the same procedure as in Synthesis Example 1-(2). 

Synthesis Example 4 

55 Synthesis of FAM-(Pro)8-Lys(£Rl 1 0) 

[0107] From the FAM-(Pro)8-Lys obtained in Synthesis Example 1-(1) (500 mg) and 3.5-fold amount in equivalence 
of 5-carboxyrhodamine-1 10-bistrifluoroacetate succinimide ester (Molecular Probe), FAM-(Pro)8-Lys(eR1 10) (300 mg) 
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was obtained by using the same reagents and performing the same procedure as Synthesis Example 1-{2) after the 
reaction was completed. 

Synthesis Example 5 

Synthesis of FAM-(Pro)10-Lys(eTrVIR) 

(1) Synthesis of FAM-(Pro)10-Lys 

[0108] Starting from aFmoc-sBoc-Lys-AIko resin (100-200 mesh, Watanabe Chemical Industry, 5.0 g, 2.4 mmol as 
aFmoc-cBoc-Lys), H-Pro10-Lys(Boc)-Alko resin was synthesized in a manner similar to that of Synthesis Example 1 
(obtained amount: 6.8 g). The dried resin (1 g) was condensed with 5-carboxyfluorescein succinimide ester prepared 
from 5-carboxyfluorescein (Molecular Probe, 0.5 g), N-hydroxysuccinimide (0.37g) and diisopropylcarbodiimide (500 
Hi). 

[0109] After the reaction was completed, the resin was washed with DMF and MeOH, added with a mixture of 95% 
TFA and anisole (8 ml), and allowed to react at room temperature for one hour with stirring to cleave the desired FAM- 
labeled polypeptide from the resin. After the reaction was completed, the resin was removed by filtration, and the filtrate 
was concentrated under reduced pressure, and added with ether to precipitate the reaction product. The precipitates 
were collected, and dried in a desiccator to afford FAM-(Pro)10-Lys (0.63g). 

(2) Synthesis of FAM-(Pro)10-Lys(eTMR) 

[0110] The FAM-(Pro)10-Lys synthesized in Synthesis Example 5-(1) (13.7 mg) was dissolved in DMF (1 ml), added 
with triethylamine (20 jil) and 6-carboxytetramethylrhodamine succinimide ester (Molecular Probe, 4.88 mg). and 
allowed to react at room temperature for 19 hours. After the reaction was completed, the reaction mixture was concen- 
trated under reduced pressure, and the resulting residue was purified by using a gel filtration column (Sephadex LH20, 
Pharmacia) to afford FAM-(Pro)10-Lys(eTMR) (10.9 mg). 

Synthesis Example 6 

Synthesis of FAM-(Pro)10-Lys(eXR) 

[01 1 1] The FAM-(Pro)10-Lys obtained in Synthesis Example 5-{1) (9.63 mg) was dissolved in DMF (1 ml), and added 
with triethylamine (20 nl) and 6-carboxy-X-rhodamine succinimide ester (Molecular Probe, 3.78 mg). Condensation 
reaction and purification were performed in the same manner as in Synthesis Example 5-(2) to afford FAM-(Pro)10- 
Lys(cXR) (6.53 mg). 

Synthesis Example 7 

Synthesis of FAM-(Pro)10-Lys(eR6G) 

[0112] The FAM-(Pro)10-Lys obtained in Synthesis Example 5-(1) (3.18 mg) was dissolved in DMF (0.5 ml), and 
added with triethylamine (10 nO and 6-carboxyrhodamine 6G succinimide ester (Molecular Probe. 1.11 mg). Conden- 
sation reaction and purification were performed in the same manner as in Synthesis Example 5-(2) to afford FAM- 
(Pro)10-Lys( E R6G)(2.66 mg). 

Synthesis Example 8 

Synthesis of FAM-(Pro)1 0-Lys(eR1 1 0) 

[0113] The FAM-(Pro)10-Lys obtained in Synthesis Example 5-(1) (5.00 mg) was dissolved in DMF (0.5 ml), and 
added with triethylamine (10 nl) and 5-carboxyrhodamine-1 10-bis-trifluoroacetate succinimide ester (Molecular Probe, 
2.07 mg). Condensation reaction and purification were performed in the sue manner as in Synthesis Example 5-(2) to 
afford FAM-(Pro)10-Lys(eR110) (3.00 mg). 
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Synthesis Example 9 

Synthesis of FAM-(Pro)12-Lys(eTMR) 

(1 ) Synthesis of FAM-(Pro)1 2-Lys 

[0114] Starting from aFmoc-eBoc-Lys-AIko resin (100-200 mesh, Watanabe Chemical Industry, 5.0 g, 2.4 mmol as 
aFmoc-eBoc-Lys), H-Pro12-Lys(Boc)-Alko resin was synthesized in a manner similar to that of Synthesis Example 1 
(obtained amount: 7,2 g). The dried resin (1 g) was condensed with 5-carboxyfluorescein succinimide ester prepared 
from 5-carboxyfluorescein (Molecular Probe, 0.47 g), N-hydroxysuccinimide (0.27 g) and diisopropylcarbodiimide (330 
Mi). 

[01 1 5] After the reaction was completed, the resin was washed with DMF and MeOH. added with a mixture of 95% 
TFA and anisole (8 ml), and allowed to react at room temperature for one hour with stirring to cleave the desired FAM- 
labeled polypeptide from the resin. After the reaction was completed, the resin was removed by filtration, and the filtrate 
was concentrated under reduced pressure, and added with ether to precipitate the reaction product. The precipitates 
were collected, and dried in a desiccator to afford FAM-(Pro)1 2-Lys (0.58 g). 

(2) Synthesis of FAM-(Pro)12-Lys(eTMR) 

[0116] The FAM-(Pro)1 2-Lys (14.7 mg) synthesized in Synthesis Example 9-(1) was dissolved in DMF (1 ml), added 
with triethytamine (20 uJ) and 6-carboxytetramethylrhodamine succinimide ester (Molecular Probe. 4.17 mg), and 
allowed to react at room temperature for 19 hours. After the reaction was completed, the reaction mixture was concen- 
trated under reduced pressure, and the resulting residue was purified by using a gel filtration column (Sephadex LH20. 
Pharmacia) to afford FAM-(Pro)12-Lys(eTMFt) (7.6 mg). 

Synthesis Example 10 

Synthesis of FAM-(Pro)12-Lys(cXR) 

[0117] The FAM-(Pro)1 2-Lys obtained in Synthesis Example 9-(1) (3.76 mg) was dissolved in DMF (0.5 ml), and 
added with trietnylamine (10 pJ) and 6-carboxy-X-rhodamine succinimide ester (Molecular Probe. 1 .33 mg). Condensa- 
tion reaction and purification were performed in the same manner as in Synthesis Example 9-(2) to afford FAM-(Pro)12- 
Lys(eXR) (6.53mg). 

Synthesis Example 1 1 

Synthesis of FAM-(Pro)12-Lys(eR6G) 

[0118] The FAM-(Pro)1 2-Lys obtained in Synthesis Example 9-(1) (3.18 mg) was dissolved in DMF (0.5 ml), and 
added with fcriethylamine (10 }J) and 6-carboxyrhodamine 6G succinimide ester (Molecular Probe, 1.11 mg). Conden- 
sation reaction and purification were performed in the same manner as in Synthesis Example 9-(2) to afford FAM- 
(Pro)12-Lys(cR6G) (2.75 mg). 

Synthesis Example 12 

Synthesis of FAM-(Pro) 1 2-Lys(eR1 1 0) 

[0119] The FAM-(Pro)1 2-Lys obtained in Synthesis Example 9-(1) (5.00 mg) was dissolved in DMF (0.5 ml), and 
added with trietnylamine (10 (J) and 5-cartxwyrhodamine-1 10-bis-tr'rfluoroacetate succinimide ester (Molecular Probe. 
0.86 mg). Condensation reaction and purification were performed in the same manner as in Synthesis Example 9-(2) 
to afford FAM-(Pro)12-Lys(eR110) (1.2 mg). 
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Synthesis Example 13 

Synthesis of FAM-(Pro)4-Lys(cTMR) 

5 (1 ) Synthesis of FAM-(Pro)4-Lys 

[0120] Starting from aFmoc-eBoc-Lys-AIko resin (100-200 mesh, Watanabe Chemical Industry, 5.0 g. 2.4 mmol as 
aFmoc-eBoc-Lys), H-Pro4-l_ys(Boc)-Alto resin was synthesized in a manner similar to that of Synthesis Example 1 
(obtained amount: 5.4 g). The dried resin (400 mg) was condensed with 5-carboxyfluorescein succinimide ester pre- 

io pared from 5-carboxyfluorescein (Molecular Probe, 256 mg) N-hydroxysuccinimide (72 g) and diisopropylcarbodiimide 
(90 ul). After the reaction was completed, the resin was washed with DMF and MeOH, added with a mixture of 95% TFA 
and anisole (8 ml), and allowed to react at room temperature for one hour with stirring to deave the desired FAM -labeled 
polypeptide from the resin. After the reaction was completed, the resin was removed by filtration, and the filtrate was 
concentrated under reduced pressure, and added with ether to precipitate the reaction product. The precipitates were 

is collected, and dried in a desiccator to afford FAM-(Pro)4-Lys (66.8 mg). 

(2) Synthesis of FAM-(Pro)4-Lys(cTMR) 

10121] The FAM-(Pro)4-l_ys (10 mg) synthesized in (1) was dissolved in DMF (1 ml), added with triethylamine (20 pi) 
20 and 6-carboxytetramethylrhodamine succinimide ester (Molecular Probe, 5.28 mg), and allowed to react at room tem- 
perature for 19 hours. After the reaction was completed, the reaction mixture was concentrated under reduced pres- 
sure, and the resulting residue was purified by using a gel filtration column (Sephadex LH20, Pharmacia) to afford FAM- 
(Pro)4-Lys(eTMR) (9.8 mg). 

25 Synthesis Example 14 

Synthesis of FAM-(Pro)6-Lys(eTM R) 

(1) Synthesis of FAM-(Pro)6-Lys 

30 

[0122] Starting from aFmoc-eBoc-Lys-AIko resin (100-200 mesh. Watanabe Chemical Industry. 5.0 g, 2.4 mmol as 
aFmoc-eBoc-Lys), H-Pro4-Lys(Boc)-Alko resin was synthesized in a manner similar to that of Synthesis Example 1 
(obtained amount: 5.8 g). The dried resin (218 mg) was condensed with 5-carboxyfluorescein succinimide ester pre- 
pared from 5-carboxyfluorescein (Molecular Probe. 128 mg), N-hydroxysuccinimide (73.7 mg) and diisopropylcarbodi- 
35 imide (90 ul). After the reaction was completed, the resin was washed with DMF and MeOH, added with a mixture of 
95% TFA and anisole (8 ml), and allowed to react at room temperature for one hour with stirring to cleave the desired 
FAM-labeled polypeptide from the resin. After the reaction was completed, the resin was removed by filtration, and the 
filtrate was concentrated under reduced pressure, and added with ether to precipitate the reaction product. The precip- 
itates were collected, and dried in a desiccator to afford FAM-(Pro)6-Lys (20.6 mg). 

40 

(2) Synthesis of FAM-(Pro)6-Lys(eTMR) 

[0123] The FAM-(Pro)6-Lys (12 mg) synthesized in (1) was dissolved in DMF (1 ml), added with triethylamine (20 ul) 
and 6-carboxytetramethylrhodamine succinimide ester (Molecular Probe, 5.5 mg), and allowed to react at room temper- 
45 ature for 19 hours. After the reaction was completed, the reaction mixture was concentrated under reduced pressure, 
and the resulting residue was purified by using a gel filtration column (Sephadex LH20, Pharmacia) to afford FAM- 
(Pro)6-Lys( E TMR) (9.29 mg). 

Reference Example 1 

50 

Synthesis of Ac-(Pro)10-Lys(eTMR) 

(1) Synthesis of Ac-(Pro)10-Lys 

55 [0124] The H-ProlO-Lys(Boc)-Alko resin obtained in Synthesis Example 5-(1) (1.5g) was swelled with DMF (35 ml), 
added with acetic anhydride (230 ul) and triethylamine (336 ul). and allowed to react for 20 hours. After the reaction was 
completed, the resin was washed with DMF and MeOH, added with a mixture of 95% TFA and anisole (8 ml), and 
allowed to react at room temperature for one hour with stirring to cleave the desired FAM-labeled polypeptide from the 
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resin. After the reaction was completed, the resin was removed by filtration, and the filtrate was concentrated under 
reduced pressure, and added with ether to precipitate the reaction product. The precipitates were collected, and dried 
in a desiccator to afford Ac-(Pro)10-Lys (0.45 g). 

(2) Synthesis of Ac-(Pro)10-Lys(eTMR) 

[0125] The Ac-(Pro)10-Lys synthesized in Reference Example 1 -(1) (1 1 .8 mg) was dissolved in DMF (1 ml), added 
with triethylamine (20 ul) and 6-carboxytetramethylrhodamine succinimide ester (Molecular Probe, 5.7 mg), and 
allowed to react at room temperature for 19 hours. After the reaction was completed, the reaction mixture was concen- 
trated under reduced pressure, and the resulting residue was purified by using a gel filtration column (Sephadex LH20, 
Pharmacia) to afford Ac-(Pro)10-Lys(eTMR) (6.0 mg). 

Reference Example 2 

Synthesis of Ac-(Pro)10-Lys(eXR) 

[0126] The Ac-(Pro)10-Lys obtained in Reference Example 1-(1) (10 mg) was dissolved in DMF (1 ml), and added 
with triethylamine (20 ul) and 6-carboxy-X-rhodamine succinimide ester (Molecular Probe, 6.5 mg). Condensation reac- 
tion and purification were performed in the same manner as in Reference Example 1-(2) to afford Ac-(Pro)10-Lys(cXR) 
(4.2 mg). 

Reference Example 3 

Synthesis of Ac-(Pro)10-Lys(eR6G) 

[0127] The Ac-(Pro)10-Lys obtained in Reference Example 1-(1) (10 mg) was dissolved in DMF (1 ml), and added 
with triethylamine (20 uJ) and 6-carboxyrhodamine 6G succinimide ester (Molecular Probe, 5.3 mg). Condensation 
reaction and purification were performed in the sue manner as in Reference Example 1-(2) to afford Ac-(Pro)10- 
Lys(eR6G) (2.66 mg). 

Reference Example 4 

Synthesis of Ac-(Pro)10-Lys(cR1 10) 

[0128] The Ac-(Pro)10-Lys obtained in Reference Example 1-(1) (10.4 mg) was dissolved in DMF (1 ml), and added 
with triethylamine (20 ul) and 5-carboxyrhodamine-1 10-bis-trifluoroacetate succinimide ester (Molecular Probe, 8.3 
mg). Condensation reaction and purification were performed in the same manner as in Reference Example 1-(2) to 1 
afford Ac-(Pro)10-Lys(£R1 10) (4.8 mg). 

Experimental Example 1 

[0129] The energy transfer dyes which were compounds having 10 proline residues [FAM-(Pro)10-Lys(cTMR), FAM- 
(Pro)10-Lys(eXR). FAM-(Pro)10-Lys(eR6G), FAM-(Pro)10-Lys(eR110)], and the compounds having 1 0 proline residues 
and a single dye [Ac-(Pro)10-Lys(eTMR), Ac-(Pro)10-Lys(eXR), Ac-(Pro)10-Lys(e R6G), Ac-(Pro)10-Lys(eR110)] were 
compared for fluorescence emission intensity in 40 mM Tris-hydrochloric acid buffer (pH 8.0). 
[0130] Each dye solution was excited at an excitation wavelength of 488 nm. and the fluorescence emission was 
measured at a wavelength of 580 nm (TMR), 610 nm (XR), 560 nm (R6G), or 530 nm (R1 10) using Hitachi F-4010 type 
spectrophotof luorometer. The obtained relative intensities of the dyes were shown in Figure 6 as a bar graph. 
[0131 ] As seen from Figure 6, the energy transfer dyes exhibited markedly stronger fluorescence compared with the 
acceptor dyes themselves. 

Example 1 

Synthesis of FAM- and TMR-labeled 3'-deoxyuridine-5 -triphosphate (FAM- and TMR-labeled 3' -dUTP) (Compound 
10) 

[0132] To a solution of the FAM -(Pro)8-Lys(eTM R) obtained in Synthesis Example 1 (54.1 mg) in DMF (1 ml), N,N' - 
disuccinimidyl carbonate (8.2 mg) and 4-dimethylaminopyridine (3.9 mg) were added under nitrogen gas flow, and 
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allowed to react at room temperature for two hours. The reaction mixture was added to a mixture of DMF/water contain- 
ing 5-(6 M -mino-r-hexynyl)-3'-deoxyuridine-5 -triphosphate (8 ^mol), and stirred at room temperature overnight. The 
reaction mixture was diluted with water (30 ml), and purified by DEAE-Toyopearl ion exchange column chromatography 
(1.7 x 15 cm. eluent; triethylammonium hydrogencarbonate buffer containing 40% acetonitrile (pH 7.5). 0.1 M -» 0.7 M 
linear gradient, total volume; 2 L). 

Example 2 

Synthesis of FAM- and XR-labe!ed 3'-deoxycytidine-5 -triphosphate (FAM- and XFUabeled 3'-dCTP) (Compound 1 1) 

[0133] To a solution of the FAM-(Pro)8-Lys(cXR) obtained in Synthesis Example 2 (71 .9mg) in DMF (1 ml), N.N'-dis- 
uccinimidyl carbonate (10.2 mg) and 4-dimethylaminopyridine (4.9 mg) were added under nitrogen gas flow, and 
allowed to react at room temperature for two hours. The reaction mixture was added to a mixture of DMF/water contain- 
ing 5-(6"-amino-1"-hexynyl)-3'-deoxycytidine-5-triphosphate (10 umol), and stirred at room temperature for overnight. 
The product was purified in a manner similar to that of Example 1 . 

Example 3 

Synthesis of FAM- and R6G-labeled 3'-deoxyadenosine-5'-triphosphate (FAM- and R6G-labeled 3'-dATP) (Compound 
12) 

[0134] To a solution of the FAM-(Pro)8-Lys(eR6G) obtained in Synthesis Example 3 (55.1 mg) in DMF (1 ml). N,N*- 
disuccinimidyl carbonate (8.2 mg) and 4-dimethylaminopyridine (3.9 mg) were added under nitrogen gas flow, and 
allowed to react at room temperature for two hours. The reaction mixture was added to a mixture of DMF/water contain- 
ing S-t^'-amino-r-hexynylJ-S'-deoxyadenosine-S'-triphosphate (8 umol). and stirred at room temperature overnight. 
The product was purified in a manner similar to that of Example 1 . 

Example 4 

Synthesis of FAM- and R1 10-labeled 3'-deoxyguanosine-5 '-triphosphate (FAM- and R1 10-labeled 3'-dGTP) (Com- 
pound 13) 

[0135] To a solution of the FAM-(Pro)8-Lys(eR1 10) obtained in Synthesis Example 4 (52.4 mg) in DMF (1 ml). N,N'- 
disuccinimidyl carbonate (8.2 mg) and 4-dimethylaminopyridine (3.9 mg) were added under nitrogen gas flow, and 
allowed to react at room temperature for two hours. The reaction mixture was added to a mixture of DMF/water contain- 
ing 5-(6"-amino-r-hexynyl)-3'-<ieoxyguanosine-5'-triphosphate (8 umol). and stirred at room temperature overnight. 
The product was purified in a manner similar to that of Example 1 . 

[01 36] The structural formulae of Compounds 10-13 obtained in Examples 1 -4 are shown below. 



21 



EP 0 967 219 A1 



5 



10 



15 



20 



25 



30 




(10) 



(11) 



35 



40 



45 



50 



22 



EP 0 967 219 A1 



5 



10 



15 



20 



25 



30 




(12) 



(13) 



35 

Reference Example 5 

Cloning of wild type T7 RNA polymerase gene and construction of expression plasmid 

40 

[0137] T7 phage harbored in E. coli was prepared as follows. E. coli strain C600 was inoculated in 200 ml of LB cul- 
ture medium (culture medium prepared by dissolving Bacto tryptone 1 0g. Bacto yeast extract 5g, and NaCI 5g in 1 liter 
of water, which was adjusted to pH 7.5, and sterilized in an autoclave). When the cell density reached on (600 nm) = 
1 .0, the cells were infected with the phage at a multiplicity of infection of about 2. The OD was determined periodically, 

45 and when the OD was sharply decreased, the cell residue was removed by centrifugation. The resulting medium was 
added with NaCI and polyethylene glycol 6000 to final concentrations of 0.5 M and 10% respectively, stirred sufficiently, 
and left stand overnight to form precipitates. The precipitates were collected by centrifugation, and suspended in SM 
buffer (10 mM Tris-HCI, pH 7.5, 10 mM MgS0 4 . 50 mM NaCI. 0.01% gelatin). This T7 phage concentrate was overlaid 
on CsCI solution layers having different concentrations, which were carefully overlaid in a centrifugation tube (CsCI 

so solutions having concentrations of 1.267 g/ml, 0.817 g/ml, and 0.705 g/ml from the bottom layer), and centrifuged at 
22,000 rpm for 2 hours to form a phage layer. A white band of the phage was carefully separated, and dialyzed against 
TE buffer (10 mM Tris-HCI, pH 75, 1 mM EDTA) to remove the CsCI component. This phage solution was treated with 
phenol to denature phage protein, and the genome DNA of T7 phage was purified. 

[0138] The T7 RNA polymerase gene corresponds to the 3171st-5822nd base pairs in the 39.937 base pairs of the 
55 genome DNA [the total nucleotide sequence of T7 genomic gene had already been reported by Dunn et al. (1983, J. 
Mol. Biol., 166(4):477-535), but it was slightly corrected (see T7 phage DNA sequence of GeneBank. accession No. 
V01148 J02518 X00411)]. This genome DNA was amplified by PCR by using it as a template, and cloned into an 
expression vector as follows (see Figure 2). That is, the gene encoding the enzyme was amplified by PCR by using a 
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primer specific for upstream of the N-terminus amino acid region of T7 RNA polymerase gene (T7Rpol-N 5'-ATA TTT 
TAG CCA TGG AGG ATT GAT ATA TGA ACA CGA TTA ACA TCG CTA AG-3*) and a primer specific for downstream of 
the C-terminus amino acid region of 17 RNA polymerase gene (T7Rpol-C 5'-ATA TTT TAG CCA TGG TAT AGT GAG 
TCG TAT TGA TTT GCG-30. each containing Ncol restriction site at the 5' -end. This DNA fragment was digested with 

5 Ncol, and separated by electrophoresis on 1% agarose gel, and the band of the objective DNA fragment was cut out 
from the agarose, and purified by using Gene Pure Kit (Nippon Gene). The DNA fragment was ligated to an expression 
vector pTrc99a (Pharmacia Biotech) which had been digested with Ncol and dephosphoryiated to construct pT7R 
which expressed T7 RNA polymerase at high level. The plasmid pT7R expressing wild type T7 RNA polymerase was 
transformed into £ coli DH5a, and the £ coli cells resistant to antibiotic ampicillin was cultured. The Trc promoter con- 

w tained in the expression vector pT7R was driven by adding IPTG to the culture medium. Two hours after the addition of 
IPTG, the £ coli cells were collected, and the total protein threrein was analyzed by SDS-polyacrylamide gel electro- 
phoresis. As a result a protein band was detected at a location corresponding to about 99 kDa, which is the molecular 
weight of T7 RNA polymerase, only when IPTG was added. This protein was further purified by a partially modified ver- 
sion of the previously described method of Zawadzki, V et al. 1991 , Nucl. Acids Res., 19:1948 (details may be substan- 

, 5 tially the same as those of the method for purifying mutant T7 RNA polymerase exemplified in Reference Example 7). 
and found to have RNA polymerase activity which was exerted in a T7 promoter specific manner. 

Reference Example 6 
20 Construction of expression plasmid for producing mutant T7 RNA polymerase 

(1) Construction of expression plasmid for producing mutant T7 RNA polymerase F644Y (see Figure 3) 

[0139] By using pT7R inserted with the wild type T7 RNA polymerase gene as a template, mutation was introduced 

25 by PCR into the region between the Hpal and Ncol restriction sites corresponding to the C-terminus side of the T7 RNA 
polymerase gene. More precisely, the region was divided into two fragments, left side and right side, at the nucleotide 
to be mutated, and these DNA fragments were amplified by PCR using primers F646Y(+) (5'-GTT GAC GGA AGC CGT 
ACT CTT TGG AC-3) introduced with a mutation and F646Y(-) (5'-GTC CAA AGA GTA CGG CTT CCG TCA AC-3*). 
and primers T7RNAP-Hpal-N (5*-CGC GCG GTT AAC TTG CTT CCT AG-3 1 ) and pTrc99a-Pstl-C (5*-GCA TGC CTG 

30 CAG GTC GAC TCT AG-3'), each containing a restriction cleavage site at the 5' end. These DNA fragments had com- 
plementary regions, and denaturation, annealing and extension reactions of the regions were repeated to prepare a 
DNA fragment introduced with the desired mutation. This DNA fragment was purified by collecting only a DNA fragment 
of a desired size through agarose gel electrophoresis, and this was re-amplified by using it as a template together with 
the primers T7RNAP-Hpal-N and pTrc99a-Pstl-C, and cleaved with restriction endonuclease Hpal and Pstl. This DNA 

35 fragment was separated by 1% agarose gel electrophoresis, and the band of the desired DNA fragment was cut out, 
and purified. The Hpal. Pstl DNA fragment of pT7R was replaced with this DNA fragment to introduce a mutation. The 
resulting pT7R was transformed into £ coll DH5o, and cells harboring the plasmid introduced with the mutation were 
selected. Finally, the nucleotide sequence was determined to confirm whether the mutation was introduced into the 
desired site. Thus, the expression plasmid pT7RF644Y for producing mutant T7 RNA polymerase F644Y was obtained. 

40 For the production of the mutant T7 RNA polymerase F644Y from this plasmid. expression could be induced by adding 
IPTG to the cultured E.coli cells harboring the plasmid, like the production of wild type T7 RNA polymerase. 

(2) Construction of expression plasmid for producing mutant T7 RNA polymerase L665P/F677Y (see Figures 4 and 5) 

45 [0140] The construction of mutant T7 RNA polymerase L665P/F667Y was performed as follows based on PCR tech- 
nique as in the construction of the F644Y mentioned above. 

{0141 ] First a Xhol restriction site (CTCGAG) was introduced into the T7 RNA polymerase gene region of the expres- 
sion vector pT7R having the wild type T7 RNA polymerase gene to facilitate the introduction of mutation. More specifi- 
cally, the expression vector pT7R used as a template was amplified by using a primer pair of primer ApaFl (5'-CAT CTG 

so GTC GCA TTG GGT CAC-3') and primer Xho-R (5'-CCA AGT GTT CTC GAG TGG AGA-3'), and a primer pair of a 
primer Xho-F (5'-CTA AGT CTC CAC TCG AGA ACA CTT GG-3*) and a primer Aflll-R (5'-CAG CCA GCA GCT TAG 
CAG CAG-3 1 ), respectively. The former amplified DNA fragment was digested with restriction endonucleases Apal and 
Xhol, and the latter amplified DNA fragment with restriction endonucleases Af ill and Xhol. and they were ligated to the 
expression vector pT7R preliminarily treated with Apal and Aflll by using T4 DNA ligase. This reaction product was 

55 transformed into £ coli DH5a. and several colonies grown on an agar plate containing antibiotic ampicillin were 
obtained. Some of these colonies were selected and cultured, and plasmid DNA was extracted from the cultured cells 
to obtain plasmid pT7R-Xho in which a Xhol restriction site was introduced in the T7 RNA polymerase gene region (see 
Figure 4). Presence of this Xhol site can be confirmed by cleavage produced by a treatment with the restriction endo- 
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nuclease Xhol. and nucleotide sequencing of the DNA. Using this plasmid pT7R-Xho as a template, PCR was per- 
formed with a primer pair of primer Xho-R and primer 667R (5'-GCT GAG TGT ACA TCG GAC CCT-3 1 ). and a primer 
pair of a primer 667F (5'-GCT GAG TGT ACA TCG GAC CCT-3') and a primer AflllR. The PCR products were directly 
used as templates for the nucleotide sequencing of the DNA to determine the sequences of the primers 667R and 667F. 
Then, they were subjected to electrophoresis on 2% agarose gel (Agarose X from Nippon Gene was used as the aga- 
rose), respectively, and bands corresponding to DNA fragments of the desired sizes were cut out to purify the DNA frag- 
ments by using Gene Pure Kit. The purified two kinds of DNA fragments were mixed, and used as templates for PCR 
using the primers XhoF and AflllR. After confirming that the amplified DNA fragment was the desired fragment by 
restriction endonudease mapping and DNA sequencing, the fragment was digested with restriction endonucleases 
Xhol and Aflll, and the resulting fragment was ligated to the plasmid pT7R-Xho preliminarily treated with restriction 
endonucleases Xhol and Aflll by using T4 DNA ligase. This reaction product was transformed into E. coli DH5a, and 
several colonies of the cells grown on an agar plate containing antibiotic ampicillin were obtained. Some of these colo- 
nies were selected and cultured, and plasmid DNA was extracted from the cultured cells. The plasmid DNA was con- 
firmed if it was introduced with the desired mutation or not by DNA sequencing, and finally construct an expression 
is plasmid pT7RL665P/F667Y for producing desired mutant T7 RNA polymerase L665P/F667Y (see Figure 5). For the 
production of the mutant T7 RNA polymerase L665P/F667Y from this plasmid. expression could be induced by adding 
IPTG to the cultured E coli cells harboring the plasmid. like the production of wild type T7 RNA polymerase. 

Reference Example 7 

20 

Purification of mutant T7 RNA polymerases 

[0142] Mutant T7 RNA polymerase proteins introduced into £. coli were purified. 

[0143] Wild types of this protein have already been described in Chamberlin, M et al. Nature. 228:227-231 (1970). 
25 and Davanloo et al.. Proc. Natl. Acad. Sci. USA. 81:2035-2039 (1984). Its large scale production has also been 
reported by Zawadzki. V et al.. Nucl. Acids Res.. 19:1948 (1991). 

[0144] All of the mutant T7 RNA polymerases can be purified principally by the same method. The difference of muta- 
tion site may cause some difference in the expression level, and behavior in column chromatography. The purification 
method of mutant T7 RNA polymerase F644Y is exemplified hereinafter. The expression vector pT7RF644Y for F644Y 

30 was introduced into E coli DH5a. and the cells were cultured in a test tube containing LB culture medium containing 
antibiotic ampicillin. When the OD (600 nm) of the medium reached 0.4-0.6. isopropyl-p-thiogalactopyranoside (IPTG) 
was added to the culture to a final concentration of 0.4 mM, and the cultivation was further continued for additional 8 
hours. Then, the E coli cells were collected by centrifugation. Typically. 2 liters of culture medium affords 10 g of £ coli 
cells in wet weight. If the £ coli cells are not used immediately, they can be stored in a refrigerator at -20°C. 

35 [0145] All of the subsequent steps for purification of enzyme should be performed at a temperature lower than room 
temperature, preferably 0-5°C unless otherwise indicated. The £ coli cells were washed with tenfold amount relative to 
the cell weight of a washing buffer (20 mM Tris-HCl. pH 8.1. 130 mM NaCI. 2 mM EDTANa 2 at 25°C), centrifuged again 
(5,000 x g, 4°C, 10 minutes), suspended in tenfold in volume of a sonication buffer [50 mM Tris-HCl, pH 8.1, 100 mM 
NaCI, 0.1 mM EDTANa 2 . 5 mM dithiothreitol (DTT). 0.1 mM benzamidine. 30 \iQ/m\ phenylmethylsulfonyl fluoride 

40 (PMSF). 1 0 fig/ml bacitracin], and sonicated by using Sonif ier 450 (Branson) at 80W for 1 5 minutes to destroy the cells 
and reduce the viscosity of the cells. Then, the cell suspension was centrifuged at 12.000 x g at 4°C for ten minutes to 
remove the cell debris. 1 0% streptomycin sulfate was slowly added dropwise to the resulting supernatant to a final con- 
centration of 2.0% with stirring, and stirring was further continued for 30 minutes. The resulting supernatant was centri- 
fuged at 1 2,000 x g at 4°C for ten minutes to remove precipitates, and slowly added with ammonium sulfate powder with 

45 stirring to form precipitates. In this case, precipitates were first collected by 30% saturated ammonium sulfate (30% 
ammonium sulfate precipitation), and the resulting supernatant was further added with ammonium sulfate to 60% sat- 
uration with stirring to form precipitates again (30-60% ammonium sulfate precipitation). The supernatant was added 
again with ammonium sulfate powder to 90% ammonium sulfate saturation, and stirred at 4°C for 1 hour, and the pre- 
cipitates were collected by centrifugation. Proteins in aliguotsof these three ammonium sulfate fractions were analyzed 

so by SDS-acrylamide gel electrophoresis, and it was found that most of the objective mutant T7 RNA polymerase was 
present in the 30-60% ammonium sulfate fraction. Therefore, purification was performed hereafter by using this fraction. 
The 30-60% ammonium sulfate fraction was suspended in a small amount of column buffer (20 mM KP0 4 . pH 7.7. 100 
mM NaCI, 1mM DTT, 30 jig/ml PMSF). and desalted by dialysis against 500 ml of the same buffer for 16 hours. The 
dialysate was applied on a heparin-Sepharose column of 5 ml volume (Pharmacia Biotech). Subsequently, the column 

55 was washed with the same buffer until any material absorbing ultraviolet ray at 280 nm disappeared, and eluted with a 
linear gradient of 0.1 M to 0.64 M NaCI in the same buffer of about 40-fold volume of the column volume. The eluent 
was collected in test tubes as fractions of a suitable volume, and immediately subjected to SDS-acrylamide gel electro- 
phoresis for protein analysis to identify fractions containing proteins around a molecular weight considered to be of the 
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objective mutant T7 RN A polymerase. In typical examples, it should be found around 0.4 M NaCI. The fractions contain- 
ing the protein were collected, and desalted by dialysis against about 1 liter of the column buffer (20 mM KP0 4 , pH 7.7, 
100 mM NaCI, 1 mM DTT, 30 ug/ml PMSF) for 16 hours. The fractions desalted by dialysis were applied to a Q-Sepha- 
rose column (Pharmacia Biotech) of 5 ml volume that preliminarily equilibrated with the same buffer, and the column 

5 was washed with the same buffer until any material absorbing ultraviolet ray at 280 nm disappeared, and eluted with a 
linear gradient of 0.1 M to 0.64 M NaCI in the same buffer of about 40-fold volume of the column volume. The eluent 
was collected in test tubes as fractions of a suitable volume, and immediately subjected to SDS-acrylamide gel electro- 
phoresis for protein analysis to identify fractions containing proteins around a molecular weight considered to be of the 
objective mutant T7 RNA polymerase. In typical examples, it should be found around 0.24 M NaCI. The fractions con- 

ro taining the protein were collected, dialyzed against 500 ml of storage buffer (50% glycerol, 20 mM KP0 4 , pH 7.7. 1 00 
mM NaCI. 1 mM DTT, 30 ug/ml PMSF) for 16 hours, and stored at -20°C until use. In vitro RNA synthesis activity and 
activity of the contaminated ribonuclease of this sample in the state of storage were examined. The in vitro RNA syn- 
thesis activity was examined by, for example, performing RNA synthesis reaction according to the enzyme dilution 
method using the plasmid containing T7 promoter as a template and a commercially available wild type T7 RNA 

1S polymerase (BRL. Gibco) as a standard, and subjecting the synthesized RNA to agarose gel electrophoresis to esti- 
mate approximate titer. In this case, because degree of decomposition of RNA is also determined, simple assay for con- 
taminated ribonuclease can simultaneously be performed. As a typical example, 2.500.000 units of the mutant T7 RNA 
polymerase F644Y protein was purified from 1 liter of culture medium by purification using the above-described steps, 
and this preparation was substantially free from RNase contamination. 

20 

Reference Example 8 

Purification of inorganic pyrophosphatase free from RNase activity 

25 [0146] Inorganic pyrophosphatase (PPase) free from RNase was produced as follows, but its production method is 
not limited to the method described below. 

[0147] As a starting material of the production of inorganic pyrophosphatase, a roughly purified product derived from 
yeast, which was available from Sigma (Sigma 1-1643. EC.3.6.1 .1), was used, and 4 mg (680 units) of the product was 
suspended in a buffer (20 mM Tris-HCI. 1 mM EDTA. pH 7.9, 1 ml), and dialyzed against the same buffer for two hours 

30 for desalting, and the dialysate was subjected to column chromatography in an SP Sepharose column having a column 
volume of 1 ml (Pharmacia Biotech). More specifically, the column was sufficiently washed with the same buffer of about 
20-fold volume of the column volume until many material absorbing ultraviolet ray at 280 nm disappeared, and eluted 
with a linear gradient of 0 to 0.1 M NaCI in the same buffer of about 20-fold volume of the column volume. The eluent 
was collected in test tubes as fractions of a suitable volume, and immediately subjected to SDS-12.5% polyacrylamide 

35 gel electrophoresis to identify fractions containing a protein of 32 kDa. In typical examples, the PPase fractions should 
be found in the unabsorbed portion. The fractions containing the protein were collected, absorbed by Q-Sepharose col- 
umn (Pharmacia Biotech) having a column volume of 1 ml. and eluted with a linear gradient of 0 to 0.1 M NaCI in the 
same buffer of about 20-fold volume of the column volume. The eluent was collected as fractions of a suitable volume, 
and immediately subjected to SDS-12.5% polyacrylamide gel electrophoresis to identify fractions containing a protein 

40 of 32 kDa. In typical examples, it should be found around 0.35 M NaCI. The fractions containing the protein of 32 kDa 
were collected, dialyzed against 500 ml of storage buffer (20 mM Tris-HCI, 1 mM EDTA, 50% glycerol, pH 7.9) for 16 
hours, and stored at -20°C until use. In typical examples, a specimen containing 425 units of the PPase protein, i.e., 
0.425 unitsVp.1. could be obtained with a collection yield of 62.5%. 

[01 48] RNase contamination degree of the above specimen was examined by using 8 \iq of E coli rRN A (1 6S and 
45 23S) as substrates. More specifically, the PPase in an amount corresponding to 0.17 units was added to the E coli 
rRNA in a buffer containing 8 mM MgCI 2 . 2 mM spermidine-(HCl) 3 . 5 mM DTT, 40 mM Tris/HCI. pH 8.0. and allowed to 
react at 37°C for four hours. The RNA was subjected to 1 .0% agarose gel electrophoresis under a denaturation condi- 
tion where formamide was present, and electrophoresis was finished when simultaneously added xylenecyanol dye 
reached the height of about 1/3 of the agarose gel. The gel was irradiated with ultraviolet light (wavelength: 254 nm), 
so and photographed to examine degree of the RNA degradation. The PPase in the roughly purified product and the 
PPase after purification were compared, and degradation of RNA was observed in the roughly purified product, 
whereas significant RNA degradation activity was not observed in the purified product 
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Example 5 

Comparison of sequencing reactions utilizing energy transfer terminators and conventional dye terminators in in vitro 
transcription reaction using mutant RNA polymerase 

5 

[0149] Effect of the energy transfer terminators of 3 '-dNTP on nucleotide sequencing methods was examined by in 
vitro genetic transcription using the mutant T7 RNA polymerase F644Y. As the sequencing reaction, the method 
described by Melton, DA (1984, Nucleic Acids Res., 12: 7035-7056) was used. More specifically, a plasmid vector 
pBluescriptKS(+) having T7 promoter (Stratagene) was linearized by digestion with restriction endonuclease Pvull. and 

w used as a template. As the energy transfer terminator derivatives of 3 '-dNTP, the dye terminators having a proline 
spacer, which were the compounds 10-13 synthesized in Examples 1-4, were used. Specifically, the reaction was per- 
formed in a system of a total reaction volume of 10 uJ containing 4 jiM FAM and R6G-labeled 3'-dATP. 4 jiM FAM and 
R1 10-labeled 3-dGTP, 80 uM FAM and XR-labeled 3'-dCTP and 20 uM FAM and TMR-labeled 3' -dUTR 500 uM GTP 
and UTP, and 250 \iM ATP and CTP, 8 mM MgCI 2 , 2 mM sperm'tdine-(HCI) 3 . 5 mM DTT. and 40 mM Tris/HCI, pH 8.0 

is (BRL, Gibco). added with the mutant T7 RNA polymerase F644Y (25 U), and inorganic pyrophosphatase derived from 
yeast (0.045 U) at 37°C for one hour. 

[0150] For comparison, reaction utilizing dye terminators having only one fluorescent dye was similarly performed in 
a system of a total reaction volume of 10 jil containing 4 uM R6G-4x-3'-dATP, 4 *iM R1 10-4x-3'-dGTP, 80 jiM XR-4x-3'- 
dCTP, 20 uM TMR-4x-3'-dUTP. 500 uM GTP and UTP, 250 \iM ATP and CTP, 8 mM MgCI 2 , 2mM spermjdine-(HCI) 3 , 

20 5mM DTT. and 40 mM Tris/HCI. pH 8.0 (BRL, Gibco), added with the mutant T7 RNA polymerase F644Y (25 U). and 
inorganic pyrophosphatase derived from yeast (0.05 U) at 37°C for one hour. Then, to remove the unreacted termina- 
tors remained in the reaction products, the transcription products were purified by gel filtration using a Sephadex G-50 
column (Pharmacia Biotech), and the purification products were evaporated to dryness using a centrifugal evaporator. 
[01 51 ] Each dried reaction product was dissolved in 6 ^ of formamide/EDTA/Btue dextran loading buffer, and 2 \i\ of 

25 the solution was analyzed by ABI 377 DNA Sequencer and an analysis program (Sequencing Analysis Ver. 3.0) using 
denatured gel for sequencing analysis which contained 6M urea/4% Long Ranger acrylamide solution (FMC) accord- 
ing to the instruction manual Ver.1 .0 of ABI PRISM 377 DNA Sequencing System available from ABI (Perkin-Elmer Cor- 
poration, Applied Biosystems Division). 

[0152] As a result, it was found that use of the energy transfer terminators afforded stronger intensity of sequence 
30 ladders. Therefore, the reaction products were diluted with formamide/EDTA/Blue dextrane loading buffer, and 2 ul of 
the diluted reaction products were subjected to electrophoresis. As a result, it was found that 10-fold dilution enables 
sequencing with approximately the same peak intensity as that obtained with conventional dye terminators. Compari- 
son of a typical sequencing pattern obtained with 1 0-fold dilution of the energy transfer terminators and a sequence pat- 
tern obtained with conventional dye terminators was shown in Figure 1 . From these results, it was found that the energy 
35 transfer terminators enable sequencing with tenfold higher sensitivity compared with the conventional dye terminators. 
[0153] When the sequencing was performed by using the mutant T7 RNA polymerase L665P/F667Y instead of the 
mutant T7 RNA polymerase F644Y, results similar to the above were obtained. 

[0154] The chemical structures of R6G-4x-3'-dATP (14), R1 10-4 x-3'-dGTP (15), XR-4x-3-dCTP (16) and TMR-4x- 
3'-dUTP (17) used above are shown below. 
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(17) 



Claims 

1 . A compound represented by the following general formula (1): 

f f 

Q— V— CO— R 1 — NH-eCO— CH— N^-W 1 



NH-W 2 



(1) 



wherein Q represents a mono- or oligonucleotide residue, V represents -C-C-(CH2) n1 -NH- or -CH=CH-(CH 2 ) n2 - 
NH-, wherein n1 and n2 represent an integer not less than 1 , R 1 represents a trivalent group, R 2 and R 3 independ- 
ently represent hydrogen atom or a hydrocarbon residue, or R 2 and R 3 may join to form a ring together with the 
adjacent CH and NH, W 1 and W 2 independently represent a fluorescent group, and a represents an integer not less 
than 1. 

2. The compound of claim 1 , wherein R 1 represents 
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10 



15 




5 



20 

wherein R 21 -R 23 independently represent a single bond or a divalent hydrocarbon residue. 

3. The compound of claim 1 or 2. wherein R 2 . R 3 and m are selected so that the distance between W 1 and W 2 should 
25 be within the range of 10-1 00A 

4. The compound of any one of claims 1 -3, wherein Q is a 2\3'-dideoxyribonucleotide residue or a 3 '-deoxyribonucle- 
otide residue. 

30 5. A terminator which is the compound of claim 4 and used for a DNA sequence determination method based on the 
chain terminator method. 

6. A method for determining DNA sequences based on the chain terminator method characterized in that the chain 
termination reaction is performed by using the compound of claim 4 as a terminator. 

35 

7. The method of claim 6, wherein the compound of claim 4 of which Q is a 2',3'-dideoxyribonucleotide residue is 
used as a terminator, and a DNA polymerase is used. 

8. The method of claim 6, wherein the compound of claim 4 of which Q is a 3 '-deoxyribonucleotide residue is used as 
40 a terminator, and an RNA polymerase is used. 

9. The method of any one of claims 6-8, wherein four kinds of compounds corresponding to four kinds of bases are 
used as terminators, provided that the compounds are selected from the compounds of claim 4 and each of which 
has one of different four kinds of fluorescent groups as at least one of W 1 and W 2 and the chain termination reac- 

45 tion using the four kinds of compounds is performed in the same reaction system. 

10. The compound of any one of claims 1-3, wherein Q is an oligonucleotide residue having a 2'-deoxyribonucleotide 
residue at its end. 

so 1 1 . A primer which is the compound of daim 1 0 and is used in a DNA sequence determination method based on the 
primer method. 

12. A method for determining DNA sequences based on the primer method characterized in that the compound of 
claim 10 is used as a primer. 

55 

13. The compound of any one of claims 1-3, wherein Q is a mono- or oligonucleotide residue not having a phosphate 
group, or having a mono- or diphosphate group at the 5' end. 
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14. An initiator which is the compound of claim 1 3 and is used in a DNA sequence determination method based on the 
chain terminator method. 

15. A method for determining DNA sequences based on the chain terminator method characterized in that the chain 
s termination reaction is performed by using an initiator comprising a mono- or oligonucleotide residue not having a 

phosphate group, or having a mono- or diphosphate group at the 5' end and two kinds of reporters that can be a 
donor and an acceptor of energy transfer, and an RNA polymerase. 

16. The method of claim 15, wherein the compound of any one of claims 1-3 is used as an initiator, wherein Q is a 
w mono- or oligonucleotide residue not having a phosphate group, or having a mono- or diphosphate group at the 5* 

end. 

1 7. The method of claim 1 2 or 1 5, wherein an unlabeled terminator is used as a terminator. 

is 18. A method for determining DNA sequences based on the chain terminator method characterized in that the chain 
termination reaction is performed by using a terminator comprising a 3 '-deoxyribonucleotide residue and two kinds 
of reporters that can be a donor and an acceptor of energy transfer, and an RNA polymerase. 

1 9. The method of claim 1 8. wherein the two kinds of reporters contained in the terminator are arranged with a distance 
20 sufficient for causing energy transfer from the donor to the acceptor. 

20. The method of daim 19, wherein the distance sufficient for causing energy transfer from the donor to the acceptor 
is in the range of 10-1 00A. 

25 21 . The method of any one of claims 1 8-20, wherein the reporters are selected from the group consisting of fluorescent 
groups, phosphorescent groups, spin-labeled groups and groups having high electron density. 

22. The method of any one of claims 18-20, wherein the donor is selected from the group consisting of fluorescein 
dyes, rhodamine dyes and 4, 4-difluoro-4-bora-3a,4a-diaza-s-indacene dyes, and the acceptor is selected from the 

30 group consisting of fluorescein dyes, rhodamine dyes and 4,4-difluoro-4-bora-3a ) 4a-diaza-s-indacene dyes. 

23. The method of any one of claims 18-22, wherein four kinds of terminators corresponding to the four kinds of bases 
are used, provided that each of which terminators has one of different four kinds of reporters as the acceptor, and 
the chain termination reaction using the above four kinds of terminators is performed in the same reaction system. 

35 

24. The method of any one of claims 6-9 and 15-23, wherein the chain termination reaction is performed in the pres- 
ence of inorganic pyrophosphatase. 
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